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15 ^fc, GlSf*SSVt^^-l6f (GPCR) fe5V>«7liIItKiiM^ 
i?:/^ — I6f (7TMR) ^ij^^tbSo 
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c DN A© Wf^lB^WSExpressed Sequence Tag (EST) iLtr^^ 

7y bf£|5|5<Dr CB 7T0 8 4 ©7 5: 7 ^SB^!l*5 Xtf^tlZ^— R1-£>DN 
A#«#£*I/rv^ (#12 0 0 0-1 7 5 6 9^) „ Sfc, r CB 7 TO 8 
4 fcHSV^ratt^W^St hE*35fcOTGR7tf)T5: /BIBa3RIS3«fct^ J Er*bS: = — 
K-r5DNA^$&^£tlTV^ (WO 0 1/8 3 74 8^ WO 0 1/6 
6 7 5 0f, WO 0 1/48 1 8 8^ WO 0l/3 64 7 1f, WO 0 
1/5 7 0 8 5^, WO 0 1/7 0 8 1 4^) „ b^b&d*^ Z.foh(DG 
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i^#t#fitt*5^ Gist *siwty^-isf © y ^fy Ktifc* i 

tflWEflWH 3& S ^0M * tiX V % 6 o 

fl:jiH-S7^ MsfcteTV*^-* h^«g*H:^rffl-eS)So — £S 
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10 ^BJ©M^ 

15 -*-fcfc>t>s #1803 tt. 

[ 1 3 ia^J## : 2 * fct±E?!l## : 4 "C* $ ii5 T $ / IfeBB^J £ 1*3- 1> b < 

20 [ 2 ] @H?iJ#-5§- : 2 * f±BB?lJ## : 4 "C^ $ tt 5 T ^ / «E#1 £ b < 

WcUSC ift fc: T 5 / I£fE?iJ Sr^i" 5GI6 iHr ^ S * t> 

g»«b «aWH3WfO, Ssfcfitt&i*, X/vfrA,, iLvfrjfil. 

#^4i«jfiu£s isui&Mg. «J5&«, jn***^ m 
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m, im&^-m. H'i4^> mi^*^ J3« w^) mm. 

[6] ia?W§-: 2£fcte:fE?iJ#-*§- : 4 ^£*b£T ^ /^ia?iJ£ III— & b< 

m-<D r ? j w&m mtsaie nz^*— sa«t> 
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[9] 1B^IJ##: 2*^r±iB?iJ##: 4"e«Sil57$>'«B?IJiPI-t>t< 

nrnrn.^ \zm-<dt^j z^-f §Gsa se*^M i/t^-iet^ 
«ruT**»K«ttB5teHfi, mm. 50^ mure. b«mwpw, ®a 

jEE, MtBJt. BWftflB** fc^Sfc^fctffc'&'NB • mm. 

[ii] ( i ) ie?'J#-§- : 4 -r?^$tt5r 5: ymnm t 

[12] ( 1 ) W&m* ■ 2 *fc«ia^J#-^ : 4 T»b StbST S / S8E?'J £ 
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[1 3] _hlB [1 1] fB«0^^y-^^*«fe*^tt-te CI 2 ] 

[1 4] (1) @B?'J#^: 2^fc«@B^iJ#^: 4 tSfcfr&fbST 5 /BHB^It 

[1 5] (1) S2W#*: 2^mmm^: 4T?«*>**t*T5y»B2Wi: 
*©»^:/^K*fcr«©«tf3±t* (2) ^vt^-Ifif* 

[17] i(itt*fcH^#ffl««IWe«l"C«>*-t« [16] GttOR 
[18] (1) S?U##: 2^fc«ia^lJ#-^: 4-C*fc>£*t*T5 y*E7flfc 
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[19] ( 1 ) @E^iJ##- : 2 *fc«lB^lJ#-^ : 4 X*mt>£ftZ>T § /BfcBB?U£ 

-saw, ^rw§is^^K*ysitt j e«>4a*5«tt^ (2) ^-ry^y^tts 

[2 0] _hl2 [18] SB*©** U-=^^^/cfi_hl5 [19] §B*c©* 

MB?'J#-*§- : 4T?**>$nST § /KBB^JtJH— % U< ttsfcKWfclHI— ©T5: 7 
mia^J Sr-Sr^r-T 5Gie JC**S:M v-fe ^ — » S tt-t ©4tt ^^'14 £ 

[21] ( 1 ) SH^IJ#^- : 2 * fcteSB?iJ#-*§- : 4 $ *l5 T 5 J ifiPB^I 

-MS®, -^^^^K^fcf^o^J;^ (2) S^t^-ieif* 

[2 2] ( 1 ) @3?iJ#-5§- : 2 £f~te@SJiJ#-*§- : 4 X'&t>£}hZ>T K /^IB^U £ 

— gesc, ^(DU^^v^.tz.n^^m.^x.xf- (2) ivt^-iett 

[2 3] Q-T^-Zshmm^ : 2 * teIB?iJ#-*§- : 4 T^tt? T K J Wt 

[2 4] »fi**ytr±5|cfll#ft«iBiHSS«|-C*>S_blB Cl 6] IB*©EE^ 
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[25] @E?iJ#-^ : 2 £ fcfiMKW* : 4 T?^fc> $ tbS T $ 7 MTU £ IH— 1> 

&mm, #^i*S5j&Lffis ^3i6^ts> ^tt^i, g##ay*ci»£* « 

[26] ia?ij#-§- : 2 * : 4 -e^^ $ tis r 5: y ^sb^jj £ m— t 

u < femn ft t- o r 5: y ke^j £<a ^-r §oie ut^^-ie 

5o#i, jenai^ f£ifcjaE, gMRagg* mwtm*. wytmm. 

[27] @B^IJ#-^ : 2 * ftttmmtt : 4 "C* $ tbS T 5 / £ t b 

< ttH Jf ft l^-©r?/ ItiBftl Sr^i" i^t^-sai 

[29] _hia [27] um<D*? v-~i*'yj7m-&frte±.m [2 8] iB*fc<^ 
-c* $ *l5 t $ y mgffii t m- h b < ttusr ft t;:^!— ^ r 5 y ^J^ttt 
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C3o] fa?u##: 2*ytt4ia^j#*: 4 t?«$tb5T ^ /g£sa?ij£ m-h b 

[3 1] IB^IJ##: 2^fcfiSa?U#^: 4 -T?^£*u5 T S / Slia?iJ£ IH-fc b 
fc6tf?TCSf»U ««MRU tt3fi«»U *HWia*U *fctt*», * 

*ttiMFi*** sawwme. &»aa*#fl^ ^mm^m. wsmm&mmm 
[32] ia?ij##: 2*fc»@a^ij#^- : 4tg^^T ^ / ^mn* ra— 1> b 

tt«HMfttt*l«& 5oi, EMM. MWPMF. teJfcff. 

[3 3] m<b#4fe*B7V«* : 2*fcf*@a»^-: 4 t?***L*T ^ J MB 

sa^ij sr-M-r 5ose jc^m nr^-aeit©^ ^^^f^ffiii^j. 
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[35] +m*itti^wmmmMmw-e*>&-k& [34] &m<om. 

[3 6] tii*&fth mmmmL mmm. mmmnu *.tcnmm. &&m* 

mnmmm, ««etB*#flse^ g-mtmitm. ^mmmnmm 

t^n^W • ^^J-efoS-hlB [3 4] I5*fe^j, 
[3 7] 3-7? = vmUt!!t5®»t: 2^fc«@B^iJ#-^: 4T?3t£n 

[3 8] *«**:H:5|eW#»»iail*3W*C«>*-tl3 t 37 ^ l5^o^J> 
[3 9] «?Rft*lU «**IMBK ttMBN. «aWIIMI, 

^ftik^PiS. Sifl^ti^ ^»93HHfc#, jfc*Mfc#flll#« 

»SS • te*Eja-efc5JUE C3 7] SB#©3!k 
[4 0] BtfLtt^t-^b-C. ®SE?U##: 2^fc«iB?iJ#^-: 4T^^tb5T 

: 2*fc«ia^u#^-: 4-c^$n5T$ymia^J^in- , bb<f««^^iwi- 

m^m^m. ttwrn. ##3e. ta^a,, 

>b$tm, &mm. ftffl$&fo&» ^3t#-m> s#»tt3fe 
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mm. mtommm* nm mm. ******* mm^mm, mm 
mm. *mmw*{uz. &mm<u&. ®mmmmm<m. ***«»**. 
****** ****** mm. fc*a*fcb<r*utm©TOfr 

[4 1] *Mb*fc#UT, <DBW»*": 2*fct4BKW#*: 4 T 

••9-: 2*fcBEW*: 4 T?«*ix6T 5 y«BWi R-t> b< tt**«lte 
K*a-K«#!>X* K ******* f * * Kfc** 

«A $o*. ***** **«**. *»Bft, »9Hft 

Bit, -6SFfl9£**iril*l6J»*«>^B& * *&*#** 

[4 2] a?F#*-u mmmmu mmmm. mmam> **-.»*** 

******. ^mtemitm. mmmm&xm 

torn. ****** fly#m«m> fcaswrrfeixttu 

$ ti5 T 5 / «**! £ *-*> 1- < tt»«Hi:iai-©T S / *BWfc**-*- * G 
^ K*a- Ki"«#y K ***«#!> K > * feted) 
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[4 3] mmM&Mfes 5o#i, Bl^Wf, ^ 

MB* #«aB*. PflftfflJi, »«*fcfi«lt**^B&-»a«llSr»3ft 

*i ^tsGge jc*^M i^-t ^ -« e ^ »« k* 3 - 

:4^*r^ mb*i w- % u < ^ n-o r 5 / msa 
ai SrHr^-r v-fe^-ief^tsry^^^b ©ttffl . 

[44] IB^J#^: 2*fcttE«t»: 4 -C**ixST 5 / R-t> b 

[45] EN**: 2*/tt4»U»*: 4T?*£*b*T 5 y»BWfclH— 1> b 

A/, *?*ffi, **a£. wattMLff. » sii&M. S#w 
[46] (i) iB^J##: 2^fcttia^j#-^-: 4 -«<**t<5 t 5 j mm t m 
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-tu<tt*«^-©7 5 /WBm&is&i-z - 1 *m'&t-$-z> Gist 

fd§1^t> (ii) MGPCR, Je©&#^^K*fctt-*C>&^ 0-T:7 
[47] (i) «HLfc0-75-y*fcttL-*/uyW«r*»iGPCR, 

j£U Jt«-r5-^Sr < Kf«^i"S-hlB [11] y -~i^2fik 

[48] (i) |«Ue-77sy*fcttL-W^Sr*»WGPCR* 

/ >>y^J:«Ui^^GPCRmt5»!«$*fci^^ 

ayjtu «-r5^t^m^-r6-biE [i i] (Dxtv-^mm, 

[49] (i) WUfc3-T?^fcttL-*^^*»flGPCRt 

L-#/W i/y^itJWM^ilGPCR^ttSWrolfi^l- 

[5 0] (i) |»Ufe3-79-^fcttL-*^;^^ #»9§GPCR 
*a-Kt5DNA 5DNA *r£*Tf 6 J*.^ * * -TflMMfc b 

WGPCRfc««**fciW^ (ii) Wtfc3-T?5^fc»L-*' 1 '/ 
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[5 1] (i) ^MGPCRSrStt^i-S^-a^feSr^WGPCRSr^-r 
WWfr&4fc«r#3BW G P C R Sr^i-SJBBUai;:g5tt$^»^»-^tt5, 

11] ©^y — ^v^ife, 

[5 2] *3SKGPCR«rflH*^i-*flS'^*«r. *38BGP CR«r=*- Hi"S 
D N A Ztt-T 5 D N A SMm^^ * - t?^WB4ft U*:»«B** 
3 ^laotS tt^WE»#:©3»JiailK:»3R G P C R K 
mm £ ^ > W^GPCR ftJgttfW* fb«M3 <t tm^^i £r £ 

&m , Rm&:ftv>mfe&fc&& w gpcr $ *^»^^*5 # 5 , 

IB [1 l] !> — =>^:£8K 

[5 3] *«WGPCR*iSttftJt«ft^*ii s ^-7'9-^*fcttL-*^'>' 

^-CfcSJilE [5 1] £fcte [5 2] ©**y— =V^#ife* 
[5 4] *3SWGPCRSr^^5lBia*fett*©tti>i^'*^*^' Si ^ Sr<l * 

tiC^i'S-hlE [12] y —^V^ffl^-y K 

[5 5] ^GPCR^="-Kt5DNA^ft5DNA^ft« 

©*BJWte*abfc^WGPCR*^^*^^*W«^'t-S-t1B [1 2] 

[5 6] @H^i#-^-: 2-e^$tv5T5:y^iB^JiP- , bi-<^K^^^ - 

^i^, #^14i«JfiLffi, M?5ftM. ijUiWS, 
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mm. msk^mm. jh«= w^) mm. mt&tmmm. ^mM.mtm. mu^ 
mm. &wmmtitm. &mem&. mmm^mmmtm. ^m^mm^m. 
jwmmm. mw&mm. aa^ %n%mm, ^ti. mmmm^mm. mm, 
5oi N lait^w^ muee, t»5«fflj*. ^m^s mkmrnh 

^z^bttmnb-tz. ^mhi,<itmmnmmmmwm, ^tat^m. ^ 
mm. mmm. mmmm. rn^rn^B. mm, fc^m. m^^m, t^^, 
>t^m. ^mm. nm^M.B, wi&mm. w&^m. b&pf&. 
mm. mskmmm. m& w^) #*u m&immm. trntoBwrn. 
mm. mmwftft&. ^mmatm. ffimm&mmmtm, mm^mm&m, 

[58] : 2 -emfr&tlZT J ^@E?lJ b ID— t> b < (i^K^J^I^l— 

[59] ^m^m^-^^-^n. ^(Dw^^h^tcn^KDm.Kmm 
z<D&b<Dfa&mL*mfei-z^t%<$uk-tz±w. [5 6] ~ [5 8] mm 

@KiTGR7 *%mrr £ C HO - K 1 0 -77^Vl:tt Vtib£(D 

mmftC a 2+ ^<^^k^rP^fc^m^-ro $&te<Z>C o u n t s temffofoC 
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a 2+ ^&^i~ibte3£^ M#^>T i me (sec) fi«fl£§Bte&<£>l#ISIfeifi 

(#) ^^i"o Oliio-U AS10' 5 M, □}iio- 6 M^i- 0 

02iir CB7T0 8 4MnCHO-Kl»(u|3-T7^y»l 

fci: to^ffliartc a 2+ mm(omt^m-<t^^^o wm<Dc o u n t s « 

ttJfirtC a 2+ ^&^i-^ft3iy^ «*4^T i me (sec) ttH£H&ft<0 

TSMWfeiS C6W OliiO'X Aliio- 5 M, □liio-W^to 

Hl©C o u n t s mmftC a 2+ *£Sr**-f-£ftia«> Wm<DT i m e ( s e 
ftlO- 6 M^t, 

04ttRT-PCRKJ:5TGR7mRNA©t MH*5»t 5^*^*0 Sr^i". 
copies/ng mRNAIimRNA ng^t9©3lfHRI:*t. 
|H5}±RT — PCRtiS r CB 7TO 8 4mRNAd77 MC*5ltSfflflft# 
^304:^0 copies/ng mRNAttmRNA n g mit Y) <D = tT— 

06ttTGR7*iJ;(;r CB 7T0 8 4 &#m£*fcCHO&/i&K:*5ttS, * 

»J^Sr»l-<fc3fe***i-. TGR 7 liTGR 7 M^fcCHOtt?:, 
rCB7T084|irCB7T08 4OT^fcCHO»^, Mo c k{2 
— O^^ALfcCHOi)iaSrfflV>^^^to Ba s a 1 ttsfc 
/V*=i V is^MWtls^^M&^To F s k Y&7£/V*^y ^£ 1 ^M^APbfc 
i^!:^t 0 iitt»lfc^-77^^t^U lE-03ttl. OX 
10 " 3 M. 3E-04tt3. OXIO'X 1 E - 0 4 1 . OX10" 4 M N 
3E-05»3. 0X10" 5 M, lE-05fil. OXIO'U 3E-06 
tt3. 0X10" 6 M, lE-06ttl. 0X10" 6 M, 3E-07I43. OX 
1 0 - 7 M^r^-To IBE«lW:*IBjart c AMPM^f, 

H7IJTGR 7joJ;t) ? r CB7T0 8 4m$tfcCHO»^lt5, * 
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«HW«UB*P^fc»*&^. TGR7STGR7 ^M^tfcCHOlfflJia^, 
rCB7T084ftrCB7T0 8 4*&%L£l£tlCHOmtifo&, MocklJ 
s<?#— (D^^r^AbfcCHO^BJSSSrffiV^ytBt^^Jr^-fo Basal ti* 
5 3 U ^-CJinJSft Lfc wRIS^i""., Fsk te/JW* nU^U MffifiU bfd 

m&*7Flr 0 «W*W:aaiPUfcL-3!7/^/^^©il*Sr^U 1E-03B1. 

0X10" 3 M, 3E-04tt3. 0X10 _4 M N lE-04fil. 0X10 -4 
M, 3E-05S3. 0X10" 5 M, 1 E - O 5 fi 1 . 0X10 _5 M, 3E- 
0 61*3. 0X10" 6 M, lE-06ttl. 0X10"U 3 E - 0 7 tt 3 . 
10 0X1 0- 7 M^^-f o ^ttfifttft c AMPi?:^to 

i8fiRT-PCR^J;5 r CB 7T0 8 4mRNA©7 V b&UW&fflte 
J;(^IWIt5Ml^to C o p i e s/2 5 n g total R 
NAtttotal RNA2 5ng^fc^3t , -t^f„ 



i5 mw%mmirZ)tc$>(Dm:&<D : mWi 

jpmbj&, #ft3wua, ^dthbr -phim. *y-^*vj»mte. 

yy^/WNy^HJiS, ^c££fflfl^ _h>S»s rt&JNMS, MH^mjia, 

j&$u&, h^«> ftgEffiia (#k ^P7r-^ Tifflia, Biia, 
25 warn* wmms* mm, -wwrnm, &wmm. %mmm, mmh^<t* 
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*m&K. mm, /mb, &mm, mmm, wmm, mst. mm, nm, mm 
) % ti^ -rmw, m, mm, mm, &*nsu i©^ #tt 
wm, &m, mm, m, rmm m, /w») > jfew, mu jpmiu 

ITl^ mffisk, M^sSnM, M±B, m%, »m> Pl> fl&fflU J F£> *\ B8 
n-5T^ 7^ia^lJ^^l8 5%£JLk, 0*U<fi9 0%J£JLL. J; 0 L < 

(M, 1)0. 0 1~1 0 Oft. $f*U< ttftjO. 5~20{g, «t 
9 0* b < f*#*l 0 . 5~2{g) X>tbZ>Zkt>m$.l'^&, Z.ftt><Dm®i<DUm 

$ttsr^ymsa^j^coi^fc«2 0^Ji ($f^u<fi. i~3ofiss, «fc 
0»tl<lii~iolHlS, £bfc#*b<tt$tfB (1~5<B) ) cor^/ 
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<iii~ioii^ *s>^0*u<tt»ia (i~5i@) ) ©75/i«n 

bfcT^/^SB^k c) @E^J##: 2*/tttBB^J#* : 4^5^7 5/8 
~10<BS£, ^CUKffli (1~5<@) ) <DT$smm<OT$S 

*KjNB#t^V^*3SKGPCRtt, ^^KflnBOWWKlttoT, ;fc*fl* 

: 2-e^tP^tt5T^ /M^*^3firi"SrCB7T084Srr±Cae>fc-rS*38WGP 
CR(t 0**^*^*^36 (-CO OH) % ^;v^^i/-h(-coo 

75 k (-conh 2 ) mt&^xTsi' (-coor) ©tfm-cfco-cfc.fc 

a -t7f;^^C 6 _ 12 7Pw^ M*.t£s 7x^fy^if© 
-7 ^ - /V _ c t _ 2 T ,p tl<tta-t7 ^/V^ WiifOo-t7 ^A- 

£3rbTi^#^\ *;i-#>^S^7 5 K-f fc* te^ * ^ /Wt; £ *lT v > 5 1> 
©|)WJGPCRI^t^„ ^O^Ooc^^/Wi: Ltl±, M;tfi£-bfBb 

^fPJGPCRi-f^ JbfBbfcS&KlUSV^T, N**0^^- 
■BJBf^ax&jfcbfc^i'* ;;H^t'o^^ ^ ^BWbbfcfc©. ^frt®7 5 
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swi<DMm±<z>w&& -oh, -sh, Ts.;m, ^^/-^s, 

/^gS?lJ^b&37:y bl*35fcO r CB 7T0 8 4, IB?IJ#-*§- : 4"CS:b3*l5 

00-175691, tfttWO 0 1/6 6 7 50, WO 0 1/4818 
8, WO 0 1/364 7 1, WO 0 1/5 708 5, WO 0 1/7 0 8 

1 4fclB«£;h/Tl^^B0>®6St'Cfc5o 

m IHSCo — ^SttSr^-t* £ t> <£> & JB v ^ ft 3 „ 

' IB^IJ#-^ : 2 £fcteIE?iJ#-8- : 4 "C^*? £ft3 T 5: 7 mia?iJ£ 

G P C R ©§f^^f - V't b-Cfi, i^TKtt^c 3 y h#?#fM£^T 
ttlfiJMW* G&tM* (Hydrophilic) fFMfc) "CfoS fc#W£ftfcW#*rStf'<:/ 
^K"CfeSo *7t, $?7ktt (Hydrophobic) g&fc^tf^^ FfclRWfcH: 

i5»*umo o^i^±oT^/Mia^j^^r-t-s^^K^^^$f^uv\ 
n» ft &c m-^ r % ; Bftaa^u £ - ft h r % ; mmn tmss %u±~ ft 
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#*L<W\ 1~10<B@£, *e>lc»*U<«:*fii (1-5^) ) (DT^y 
®»fc2cU ^<DT5/itia?iJ^ll£fcte2{IIRJi (#£L<W\ 1 

~2 0iS^ «fcDS3F*L<tt:l~l Ofa@^ £ b b < tt&fa (1~ 

5 IB) ) ©7^/t«DL, ^T5/miE?iJ<F<£>l *fcte2{|IJy. 

*5SW©»4^<^ KW:C5|ci||3fts*/^*VA'* (-COOH) , # 
frtf^yv—h (-COOl , 75 K (-CONH 2 ) ^fcte^'TVl' (-C 

oor) ©fa*L-e*>o-cfc.fcv\ ^bbj^^^k^c*^^^^/^ 

y ft=y^7 ^ y »Mfc«^#*£ftTv^ to, nm&&£. 
/ ttoflM<(.i:<z>1K&££*& £ ^«3E"C»« $tltv^§t)0 > 5 v > fifths 
*^PJ G P C R ^ fcli-t O^^^f KOS i Lttt, m~£frtei&&k(D± 

#*uv>. rot^Iittit 09*.wr, l« (09&tf> A 
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% \&£Nrt' 3 KGPCRSra-KtSDNA £r"a 5 ?^WBift# Sr 

f/P7 * ^/vr-fe h7 5 w ^ y 7 * y /vr ^ mm, 4 - ( 

2' , 4' -S?;* h^i/7i-/V- 1: KP^r^f^) ^r^tJ!^ 4 — 

(2' , 4' -vM h^>7i= /V-FmocT 

fct^SrJBv>5££as-C#5a^ #^#$^5 PW>S£V\, 

U'StUlt DCC, N, N' -S^y^ntf/Kfr/VjtfSMS h\ N-^ 

^tLfetj:s^fttett9*5^waa«rt!i (09*.rf, ho b t % hoob 
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&fcj&K®.m u o -5 r t h nx v n -5 h mgrntR &ti?z> 0 mm. 

<p;n— ?VMBu Tir h=. hV A-, h V A<t£ £<0~ V V sum, ttSM 

f-A', ffim^A't£b*<D^XTA'M&&^^fe^fob<Dm^<Dm&^t£¥&M^ s 

/V^v'TJ/Wtf^/K Cl-Z, Br-Z. T 
20 hU7^n7tf/K 7^n^7K zfc/l^/K 2--fP7x^/W7x 
~/K /V*^7>f /^^yK Fmo c ftifi&SJHl^tLSo 

^;/W^>iX^f*x 0U*.t^ 7^=5r;Vx77Mb (#l*.J*x y^vK 

S^n^^vK 2-T^^A'JfeifOtfMH^ ^fetfc^ 
25 b< ttfftT/V'^^^^T/Wtt \ 77/^/^^r/Wt; (#lx-f£> ^^v^ 



WO 03/082320 



25 



PCT/JP03/03828 



fn^y©7x/- /M47kS^«>^S<h LTfi, M£fi, Bz 1, C 1 2 - 
BzK 2-=hn^^/K Br-Z, ^ y — if^ffll^ kfr 

10 <5o 

txf^ /v<D$mMt LTfi, M^fi, To s, 4-p< h=¥ 

iX-2, 3, 6- h L> /K D N P > 'O'vVl^^v'^ 

^vK Bum, Boc, Trt, F m o c & ib*h% 0 

2, 4, 5- b y ^ncz^^y— /K 2, 4-^bP7i/-;K i/T / * 
^vt'T/l^— /K ^7-hP7x/-/K HONB, N-t Kp^^^^?; 
N _ t Kn^^/W^ K HOBt) i:©x^7^] ft^ffiV^btt-S 

20 Krt^i^^So 

— ^^,_ 2 0~4 0°C<D!&mX*ftts:frtlZ>ii)K »®(-*3V^-C« N 0lJx.fi, 
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JOsSUcJ: h y 7f7r^ ^ K— AJfcffi&b 

^GP C R^^7°f K^fctt^O&Mu gffc&fclO^:/^ KO-g-Jfc 
fel^o T, V>tt#3893 G P C R &jglS tz^^P-^Wm-tZ ^-tK 
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a) M. Bodanszky *5 <fc I* M. A. Ondetti, ^7°^ K '»"fe*>^ (Peptide 
Synthesis), Interscience Publishers, New York (1966^) 

b) Schroeder&.fctFLuebke, if y <~7'f' K (The Peptide) , Academic Press, New 
York (1965^) 

c) K^litm *Li§K**) (1975^) 

d) frmfem te&xf-mwM^ tkit^mmmm. u m&n^t^vf, 205, 

(1977^) 

e) &&titmm&* mmm&(Dm?£ mum vsm mwrnm 

*fc N 5Cj&mzmi%(Dmm&:. ^lam-it ^^p^h^ 

GPCRta-KtS^^^ Ki: ITIi, -LIB G 

PCR^a- K-rS^@B^iJ (DNA^fcteRNA, #*U<ttDNA) 

fflGPCR^n- KtSDNA, mRNAf ©RNAt'fc!)> H^il 
RNAtfcltDNA : RNAtfV^yy j, KT?t>J:V\ — *m<D&&1±. 

*^QPCR?r3-Kt5#!)^^v^Klrffi^t, 0!l*.rf % teftHDM 
^Ig^ifflj r^PCR^Wfr/Bj 15(7), 1997|B«c^^"fe*^fi^^^^^^ 
Xm^X V , *^GPCR©mRNAlrtit5ri^t#5. 

G P C R «: a- Kt 5 D N A t Ut tt, <7Vi»DNA, y/ADNA 
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©cDNA7^7!/-> ^DNAroV^ftlt"b£V\ 7-f^7!iH^ffi 

jfc^V^tfefeoTt><tV\ JhiEbfc» • ilfif&J; 9 total RNA£ fete 

5 mRNA®#£fi$gb7ik<D£JfjV^Ti£^Reverse Transcriptase Polymerase 
Chain Reaction (il^Ts RT-PCRfe^HW) K ZoXMrnirZ Z t h 

^ti^-te, ^sGPCR^n-KtsDNAam #i;U^ ia?u# 

ia?lJ#-5§- : 1 ^fc«MH^J#-§- : 3 $ tt5^Sa?iJ <b /»f ^ y #4 XT? 

15 ^SDNAtLm #l;ite\ @B?IJ##: l£fcte@a?lJ#-^ : 3T^$tl5 
^SSH^IJ ^85 %£*-L, niZ Kl^90 %^_L, £ 9 b < 9 5 % 

/^zfvyj-e— v'ai'te, g#:^co^■^fefc^v^«•?:t^^-2Pb5^•^fe> 
x_fc£„ ^E- l/^fa7- • ^ = >f (Molecular Cloning) 2nd (J. Sambrook et 
^ 20 aL, Cold Spring Harbor Lab. Press, 1989) ^fBifc if l-t£oT?T& 

25 0 mM, #f £ b < f4*Sj 1 9 ~ 2 0 mM"C\ 5 0 ~ 7 0 °C, b < fit 

$J 6 0~ 6 5°C<0^#^^i- 0 ^ h y 1 9 mMtiS^ 
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Mr CB 7T0 8 4£=»— Kt^DNAi Utt, BB^J## : lt?^*tl5 

tSDNAiltlt IH^iJ#-§-: 3 ^^b^S^IBW^ftSDNAfc^ 
#389! GPCR^r 3 — Ki" 5 D N ACD^SSS^JO— S 15, *fd{«D N A ^ ft 

$ *Lfc#3§ PjGPCR^n-KtSDNA ©MiaMM ^S<5 # KW" 
U ^L5 5. t5lfc#P^^^K te> #3§0JGPCR5»5 

f©RNAiW^U ^Xf^it^-C^, ^RNAO-g^^fcfcM&fESrPl 

sii^tts^ fe -5 v m^mm gpcr mirn a t ©ffisftua 

G P C Rat€^©»SlSr*WlS • ttlffli"* - £ ^T*# 6 0 #3B?I3 G P 
C RPSRNAC951^$tbfciB^J^^^/K U 5? * F\ *5«fct#*38§H 

GPCRilRNAt^lW^y^XfSit^t^^y^^^ 
^ TO, ^rt*3 j;^Mt**|IKG P C Rjftte^SS^SrSMti • ft«Jffll-*"3 

) ©7 5 y^SrilSIf LTV^ 0 ^PJGPCR3t^<D5' ^7t°W>- 

n^=i ief="-hm orf^m^^k^ 3' 
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5 5 rt*S-e#S. T^*^ * X* 2-T f ^-^v'-D- y 

^-t-5EeSrt>o^^ ^^KSr^-t-S) fr£Ttf s Wb*b5o ^tvkte, 2 
^iDNA, l^iDNA, 2*«RNA, l*iRNA, SfellDNA:R 

v-kj N r^i^PKj *3±t^ tit. yv^&£WV$i?isM.m 
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5 *l^^^tfii$tt-CV^"CJ;<, Will l^Ji^zK^Stf^n^v^K flg 

(RNA N DNA) T?fc3o £ atfc&lfe^Aft^J £ 

io uxtt^»©?aii»i3it^^*^7*-h«i#^ ^u-otfy^f^K 

^ 5 bfd«te^#^"^#< *n btbT^S 9 , J. Kawakami et al. , 

Pharm Tech Japan, Vol. 8, pp.247, 1992; Vol. 8, pp.395, 1992; S. T. Crooke 
et al. ed. , Antisense Research and Applications, CRC Press, 1993 ?£ if iZ. 

20 
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v jvpvvfcjv* — k ^—jvwtte¥) tmifbtiZo i5tfct)©(i, mm. 

—if, RN a s e^^^^^T-^^iS^^ffiJh-rSfcfe^^^^jf 

ADNA, y/ADNA7^^7!J-, _h!ELfc» • 
«©cDNA, JilELfctt • lit**© c DNA7^^7 !J - "g-f&D 

Transcriptase Polymerase Chain Reaction (£AT\ RT-PCR^iWtS 

(1) BB?!I##: l*^«ga^J#-^: 3-t»**?*nS«tt3£iB^J«r^Ti-SDNA 
©«J^tt3EEM^i-*DNA, (2) MH^IJ#-^: 1 *fettBB?!l## : 

S^lB^i^b. *iip^g p c r t ti^f ^tt (#k wyK^ 

N A ^SP^^SBB^J &&1r 5 D N A ¥tfm V ^ tt 6 . 
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: i ^.tcmmm-^ s xmt>^n^mm^ -f v ?4 x-c# 
j^Dtii^tt^-r^^sgB^j^^-r^ DN Aft k^So 

C R vfetc «fc o TiiiH-r -5 7$\ £ /e teil^ * * — A^fd D N A 

if (Molecular Cloning) 2nd (J. Sambrook et al. , Cold Spring Harbor Lab. 
Press, 1989) fcfe*&tf>£1$fc& ^K^oTf? ft 0 - t &X*Z Z>o miS^^ 

4?yv -tt&m-r&^s m^<D^mmmm\^mn<D^m^^x^ft£ o ^ 

15 t^ff5 0 

DNAO^^ga^JO^^tt, PCR^*^^ K ^Mutan™ 
-super Express Km (SM^ (80 ) , Mu t a n™-K (S 
M3t ($0 ) ^i^ffl^t, ODA-LA PCRfe, Gapped dupl 
exft. Kunke 1 ^^^g^^qcD^fc^VN^nfe^CS^fe^ 

20 t£o-ctfft5 - «^^-e#5o 

C£^T#5o iDNA(^©5' ^MJ^fSIRP^^ L-ttf>ATG£r 
£fc3' *MiJ^^|RiS^Jh=i Ky^LWAA, TGAtfctiTA 
25 G^LTV^kiV^ r *L b WfEIRK^ K^lffllR^lt 3 K^te, mmtt 
^DNAT^^ — ^m^^XUmi-^^thX^^o 

WJGPCR©H^^-i^ fllfctf. $«PCR?:3-K 
1-5DNA^kglft<b^3DNAl^;t£^9tt3U (d) ^DNAif>t^3i^ 
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^^-ttm Wlt**O^^U' (W, p BR 3 2 2, pBR3 
2 5, pUC 1 2, pUC 1 3) . ft-mm&J&D'f 7 * S K (01k pUB 1 1 
5 0, pTP5, pC194) , Wm&&77*$ K (0k pSHl 9, pSH 
15) „ X77-^^^7!)t7r-^ l/hn^/W^ V9*/~T 
/<*^u$4sl'*te¥<DfflmV^/l'*ts:¥<Dtii, pAl-11, P 
XT1, pRc/CMV, pRc/RSV, pcDNAl/Neo/£if» 

^tU\ g±^x^!jtTlltfe5t&li> trp^P^ . la 
cr/n^r— * — , r e c A^n*—*—, 1 P L :/n^— . Ipp7°n^- 

?—fj;¥tfs fe3Efr/<?-/i'xmnx&z>m&fe. spoi^-^ sp 

20 H0 5 7p^-> PGK/n^^ GAP^n^- ADH^n 

25 sv40or i tmfo-tzm&fchZ) t£b**^\sX\<^h<n*m^Z>z.k 

h f r arB&^i-5^^fc^>) »^ ^yh^t-h (MTX) »<|4] „ 
T^fc°^y ^»'l45t^ COT, Amp [ «it5^fc^) ^ 
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^WttMHP (»Ts Ne o r iB§^i-6^^fc^> G4 1 81N&) m*mtf 
b*lZ>o #t-> CHO (dhfrl jNM&Sr/Bwrd h f r it^SriliR^— # 

SSf ©N«8*ffi!ltC#Ap-t-5o teams'* y t 7llt*$>5I^it P h o A 

a — T ^ 7 — • ->^i-^m^ I-??- V - *s?-t>vm\\f£ Eft, 
i±«T*fc§i^tt, MF a • V^/VBSyiL SUC 2 • i^^/VE^Jft 

15 uttt, 09*.r*, y trmw, ^wit^ st#> 

rci/m y t TSfOlr^Jt UT(i, y t T • =1 y (Escherichia coli 

) K 1 2 • DH 1 ^V^X • ^ • if • -T^a -JvV • 7^f^ • 

^-y . f^iy^X • • if • cc^^— (Proc. Natl. Acad. Sci. U 
20 SA) , 6 0t, 1 6 0 (1 9 6 8)], J M 1 0 3 [JS ^ y # * TS'S'X 
. yf— ^- (Nucleic Acids Research) , 9 #, 309(1981)], J A 2 
2 1 CS^-f— • Hr-f - *c U^r a. • ^-n (Journal of Molecular 
Biology), 12 0t, 5 1 7 (1 9 7 8)] , HB101 ' 
^l/^a7- • /^tn^, 4 1t, 4 5 9 (1 9 6 9)] , C 6 0 0 
25 ^TVs^* (Genetics) , 3 9#, 44 0(1 9 5 4)] ft if^fflV^ftSo 

s*?'A'*JRMk Ltft, #j;Lfc£> '^AO* • XVf/l/^ (Bacillus subtilis 
) MI 1 1 4 iiS—y, 2 4#, 255(198 3)] , 207-21 
"Tvl' • Orzf • * h y — (Journal of Biochemistry) , 9 5t, 8 7 
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(1 9 8 4)] ft^as/BV^ftS. 

^-gfci: UTfi, 0Jjfc.fi, fy^d^'l't^ tUfv'i (Saccharomyces 
cerevisiae) AH 2 2 , AH2 2R", NA8 7-1 1 A, DKD-5D, 2 0 
B-l 2, l/^J^yjl Wsf-tX tfl/s< (Schizosaccharomyces pombe) NC 
YC19 13, NCYC2036, tT^T s<*hVX (Pichia pastoris) & 

&5fc#c'(t$IBl}& (Spodoptera frugiperda cell ; S f $BJ&) , Trichoplusia ni(£> 
tifi?|?©MG lJHHfl&s Trichoplusia ni<D^(3^5feOHigh Five™£fflJ§&, Mamestra 
brassicaeS^O|fflJf&3; fc fiEstigroena acrea|£^<D>NBflS& ^ffiV^tbSo ? 
^;W^BmNPV©i^tt, § * 5fctfcte&EJi& (Bombyx mori N; BmNW 
ft^ffll^nSo fM^UTfi, 0Jjfc.fi, S f 9*HJ& (ATCC CRL1711 

) , S f 2 1» (£*_L, Vaughn, J. L. £>, ^ • ft << # (In Vivo) , 13, 
213-217,(1977)) /i^IV^tbSo 

— (Nature) , 3 1 5t, 5 9 2(1 9 8 5)] „ 

mWmmt LTfi, 0J;ifi, t/V»COS-7, Vero, X 
aA^^-»CHO (WT, CHOftWSfcB&IB) , dhf rae^S^^r 
>f^-XM^^^CHO (J^T, CHO (dhf r~) £«£PfcfE) , ^ 
£;*L$SJ8&, ^!>MtT-20, v^^'xa- ^ritt, 7y b G H 3 , t 
hFLiR fc bHEK2 9 3 &BJfeft 2fri5JBV^*b5a 

if • • T^t* 5 — • ^ • IM^^-v^X • ^ • if • CX~^^zC 

— (Proc. Natl. Acad. Sci. USA) , 6 9t, 2110 (1972) > 
(Gene) , 1 7#, 1 0 7 (1 9 8 2) ft ^{Cl|5«c^fef^oT=ff ft 5 - t 

;<?-si>xmn%KmfcWi:-fz>ia^ mfi, ^u*^?— • r> k • s?** 

v^^-TM s/^-J* (Molecular & General Genetics) , 1 6 8t, 11 
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1 (1 9 7 9)^^(c|B^^fe(C^oTfT^5 -i:^t?#5o 

Bft&l&W&M'rZ W\ ^Jt^^yVX-^f^ • zcls-VJ * n t*— (Methods 
in Enzymology) , 1 9 4#, 182-187 (1991) % ^P^y^ 

• Jrrf - if • -r^B-t/v • r#x5:^- • • t>fiyw X • ^ • D* • a. 

-x^x- (Proc. Natl. Acad. Sci. USA) , 7 5f, 1929(1978) t£ 

Bio/Technology) , 6, 47-55 (1988) ft £K:fB*fe©:£Sfcfctf£o Tfrft 5 - &X* 

h 263-267 (1995) (31*8*1:36*?) * ^ 00 (Virology 

), 5 2t, 4 5 6 (1 9 7 3) fclBffcO^tetgoTfTfc 5 So 
r.O«t 5(-bT, *HP|GPCR^=" - Ki-*DNA&<£*n-*363&'<** 

^by, pfcl^.x, *S#u ^Wi/gaffi»<C^©««*fcH: 

x^U tTJMSSr««'f-'5*©*iftfc b"C«, m*.&. ^=»— 
% /m&'gt*M9i%i& C^7~ (Miller) , v 5 ^ — ^ • ' V * 

l/V -/fy • 1/^3. 7— • v^^fV 5/^^ (Journal of Experiments in 
Molecular Genetics) , 4 3 1 — 4 3 3, Cold Spring Harbor Laboratory, New 
York 1 9 7 2] LV\, - - £ 9 ^n-e— * — .< 
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5 mm^m^m3 o~4 0^6^24^ 

7j>— /V^— (Burkholder) (Bostian, K. L. ^p^-^^X- 

^ . -if . ^ v a ^ • T^7X ^ — * • if W X • tf-y • if • 

10 rc^ai— (Proc. Natl. Acad. Sci. USA) , 7 7t, 4505(1980)] 

0. 5%#if 5 / imt5SDt§» (Bitter, G. A. ^nS/— S^^^X 
• • if • -r^B-T/v - T#-r • *y • f>fsyWX • ir? • if • ■=*- 
-^c*:n- (Proc. Natl. Acad. Sci. USA) , 8lt, 5330 (1984) 
] imtfbfrZo Jfctt<BpHtt»5~8te»l^*©##*bV\i i§*«oi# 

15 $J 2 0 ~ 3 5°CT^ 2 4-7 2 B#|HJfTfrV\ MI^CTl^f ^^0i5» 

Grace' s Insect Medium (Grace, T. C. C. , (Nature) , 195, 788(1962) 

WpHtti(Sl6. 2~6. 4KH8SS-f-S©^»*l-V\ «i»itl&2 7t 
20 -C^J3~5 BWfrfcV\ ^(^CTai^it#^P^.So 

i±^|,i|iiis-efc5fS»^^it5i, *fifjfifc u-ctt, m*-&. ^ 

5~2 0%<Dj^i^4 i Jfn.?t^ti>MEM^ifil Cif-Y^^* (Science) , 12 2t 
, 5 0 1 (1 9 5 2)] , DMEMi^ife [^no*>- (Virology) , 8#, 3 
96(1959)] , RPMI 164 Oigift [S?*— TW' • ' ^ '7*V* 
25 > • * 3 f4j3A' • TVi/x-^a ^ (The Journal of the American Medical 
Association) 1 9 9 #, 5 1 9 (1 9 6 7)], 1 9 9«i 

if • yir-f^TV • 7*- * • if • 'M^n^/W 4 (Proceeding 
of the Society for the Biological Medicine) , 7 3t, 1 (1 9 5 0)) ft 
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0°CT^1 5~6 0B§WTftV\ ^(-J^CTiiM^#^PX.^>o 
C R Lfe 6 - i: ^-e# & 0 

p-rb^77^ —ft ¥(Dffin<DM&%\ft-?Z>J3fes T-7 4 ^ 

^£*)J f 3 # ?£ft ^ v N ^ 5 o 



WO 03/082320 



40 



PCT/JP03/03828 



5 i»< Lt4^t5**!!IGPCR©SttH SlLfcy^Ki©^* 
43 £ tjqSHirfcttSrJB V^fc^ Vif 4 M A ^ T yfe>f ft if J: 9 »J^i~ 5 r. £ # 

#3B9! G P C R IC**^ 3#C#f* N #3893 G P C R £rfgflft b^t^fetfr-efetbfi. 

10 «»WGPCRK:«t5tt:#H:, *»WGPCRttll»iLtffiV\ ££fc& 

(a) — ^-/Hftflcffi^liBia©f^R 

K#lttJ:v\ S^teii^t 2 ~ 6 M^lc l HITo, ft-2~l0@gltr^ 

K 7yK fcy*A -V^^W&tbS^ v^^fcjit;?^ vtm 

20 *L.<J3v^;ft5o 

/I'Xf'fZsfDjyfe t^^-Y— (Nature), 2 5 6 4 9 5l (1 9 7 5*£) 



WO 03/082320 



41 



PCT/JP03/03828 



flltti:ltit ^Jtll NS-1, P3U1, SP2/0^i:W 
btiZAK P3UliS#*U<^V^fetb5. ffiV^;h,SJWM£*MS WflM 
J&) ^t#MlM«^^f*bV^^l : 1-2 0 : 1@^T'&!9, PE 
G (£?3;L<te:> P EG 1 0 0 0 — P EG 6 0 0 0) ^I0~8 0%gg©i 
mX-mW^tl, 1520-4 0°C, ^U<{il!30~3 7^1-1 0 ^"M 

fflv*-Cfcftv\, Mz-tt, 1-20%, ^t<iiio~20%©«M?r 
^tfR PM I 16 4 OtgtK 1~10 %<^J&J£ik?*&#tpG I Tig®. (fPft 
MUgXHi (*) ) *fc«W^y K~ ^#*ffl«6JlL«Wf«& (SFM-10 l v 
BMim (W) ) ft^Srfflv^C^T^So «*Wttt, ii3?2 0-4 0°C, 
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(b) ^/ ^^—r^^mu 

#«fe> ««t»»fe> -f^^m^ DEAE) SiS'fr 
y ? p — ^HKfrof^KI 

rncMu ^yr-Mese^ssi^t^^ y T-ts^^t&m&mit. 

mitX^T- > 1 {C^f U $J 0 . 1 ~ 2 0 % b < tt**J 1~5 <DW&-?# ^ 
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-e£S Q 
&X%Z> 0 

MGPCR©!)^fy Kte/S-T^-^fcteL-^/W^^-^&So L- 
tot, *^GPCR^n-Kt5DNA (OT> *»WODDNA^I&IB 

( i ) *mwo p cRofliiB^iciBBii-rs^imow • tessesi 

So ^oT. a) ^iGPCR^fdib) *»«GPCR*3-Kt5DNA 

#ijx.fc£, ^#:^(51*5V>"C^:^GPCR^^brv>Sfcfe^ % y iJ> YX 

CR©^g) a) *||PJ G P C R LiG P 

CR^*^#^Ufc9> b) U) *^GPCR«r="-Kt5DNA^If 
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4gflBtt&2& Mollis #BWI§ft8U tficaOWK. #L##^k 8ttt##8W8k 

*>sv^**i^ ftm&nskj£, wfernm. g##»c 

t5ii:m« 0 3^9lGPCR*fcf^383l3<£>DNA«U F^JfcW 

Mtt^ JK-Hi (/J\!fc) SH4»«S*, ^StJ^Pt^ SWPWSffi, 

+«*fctt5|ef«#fia»«W«i*<e^^bT, ^sjGPCRoatg 

#MEii5jfiu£, ty&ffim. w&w-M. s##g^ii*i^*itt 
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m*&tmm*> fmaLitmm. mm?mm, &«mmmkm. ^m^mm, 
mmm^mmmtm, mm-mm^m, ^mamm m^m) ^ 

-W*.^ a) *38SGPCRffcttb) ^©DNAii, M^Ctflc 
SrJfebfcteSlk ^y-fe/^J, ^V^sfrftk W^P^/t/vi^^^UTi 

s mm. mmn. &im. ^m^t^tth^-m-m^hntL 

^^^^ 3 — io^—^ h^^f^h, 77if7^©j; SfcJNMHlKU a£Ht£ 
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^-f8 0™, HCO-5 0) *iftftlLTt)<tV\ itttiLtH fll*. 

jitBEif&tt, -w*.«r* mw^'J y v««DBfc«», Bffli^-hy 

?L*J^ (Mill 7 7h, * = * 

D3feJ*W:;fcS#, gpfi^oi^, -i&ft^JxJ^ »W#8i*Ff&# (^*6 
0 k g £ LT) (d*5V>Tf3\ — 0&-o#$JO. 1~1 0 Omg, 0^U< tttf*J 1 
. 0-5 Omg, J;«9»*b<tt**)i. o~2 0mgtW„ *gqfti:i84 

60kgi: L"C) ^*3V>r«, — Bfc:o£*&0. 01~30mggl> 0* U 
<«^JO. l~20mgiS> iD^KftllO. 1~1 OmgllM 
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0 left!* LfciSrS-*"*** - £ 3&s-C# So 

DSeHttfcaa^ inft4©^ -Jttttfcflljttf, »#^8W!A# (Me 

Okgi bt) M^Tte. — BKlo£#jO. 1 — 1 0 Omg, £r*L<fri#Jl 
. 0-5 Omg, if?0*U<f±*&l. 0~2 Omg-CfcS, gl&KnttfcS!-^ 

6 0kg£LT) tH^Tf*. — HHlo##ao. 01~30mg||, £r * b 
<{«0. l~20mgg^ i^JUtt^O. l~10mggIM 

(2) ft&'H&Brffll 

i££<9, Kh*fcliWl»1lli (Mxiiis 7yb> ^ 

^ r>^ m^ttS^ISWGPCR^fctt^OSP^ 
a - Kt5DNA4fcf4mRNA©ftHf (it^SS) SrtftW-f-Sw 
^^-e^S(D-C > 09;tti, RDNA*fclimRNA©a*, 2?«^&>5VH3: 

g / W / y ^ -if- v' a y^pcR-sscpfe (y 

(Genomics) , f5t, 8 7 4-8 7 91 (1 9 8 9^) . Zfvis 

—vi/yx - - f ♦ -ri/B-rjv - tjjt*^ — - • -y-^r^vw x • 

-/ . zl—^-^ou— (Proceedings of the National Academy of Sciences of the 
United States of America) , ^8 6t, 2 7 6 6-2 7 7 01 (1 9 8 9^ 
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* tc, J —f>y^ 7* V -*— 9 s a «t t) G P C R 03§mi®## s 

(fllil, Stttt**) ^ ****ie OH • WW»*«:*tf*©fll 

' (3) *5SWGPCRW3Sma«r^b***^«lS:^-t"SBi« 

*»WODNAtt, rf*—7h LTffll^£fct£.fctK *38MGPCR©« 

-*-fcfct>, #3&93tt, 0>J*.tf> (i) *t h*?L«JOa) b) #^£> 

c) »fcWtfc&,ftfct<l« (ii) 
*tt**»MGP"CR©mRNA*SrjWjrr*ri:l-J:S, WJGPCR© 

P CR©mRNAt©ffl£ttI*ttl:ttKTO i 5 KLTfTft 5„ 
(i) lEttfcS^ttge&^/l'^fc M*?L«& (^JX.^ 7>7K 
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(a!)»f^?)mRNA«U TaqManPCR/j!^ 

ai) ^^GPCR^m-r^^^^^-tis^^^^^L, ^ 

*mWG P C R^m*^^^*^^^^^ * U — ^f^fc*. 

^•hu~ l 2 0#Kiiu\ «£ 9 b< f"± 1 B#P^fu~ 6 f^fu) tl< tt— J&$M& 
(3O^-3 0i, & l£ L < & 1 H#M~ 2 BfL i?)0*b<ttl^M« 

— £ttim3fe£ (10f~7 0i, ^L<lilPt~3 0t, «k0#*L< 
ii2Bf-3 0t) , iff^(^tl§WJGPCR©mRNAiSr 

PjGPCR(D^m*?r^$-*§^^i-^'fb^-efe t 5s ( 
^) ^BjGPCR^m*^i*P^ J fr5r^tCj;«9, ^BJGPCR^i- 
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3u «^«^tt> «rtI6f©^» c-f o pHO 
) #3893 G P c R <d&%&&Wl'> ««BJte$iJ»fiH4«r«ll * 

4Mb <D\\&mx fcotfej;v\ 

• *3§IB G P C R (E>3Bm*<£:i*4> »lje#!l»SH**i« zit&m*. 
^PJGPCR^ati^t-ii^-t-S^mi: UTfis ^BS 

H-m&mm wmn-&) ^ «**atffi an • ^mt^iirir^tii 
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s^s# b tt £ «fc 5 tn-r s t © t? *> § o 

•fry*!) y©J;5ftt^ ^z^-^K r#*/ jfc^fcW:^ y — ©J: 5 

09*.tf, TZV3-/V (ffl. =-fi/—A') . #y7^a-^ <09* ^nt 0 ^^^ 
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^h8 0™, HCO-5 0) teZtmm^Xh^o »«^b-C(is M*. 
±IBBSJlr±s Mill «»BI y^WWMWK, BWH-by 

?LWj^» (0S*.HU ty^, Vis* * = * 

6 O k g £ UT) m*5WCr4, -P(CO#|tlO. 1~1 0 Omg> £f£ b< tt$J 
1. 0~50mg, J:0#*U<r±J»l. 0 — 2 Omg"e*)S„ ^iP^tS 

OkgiU) mSSlvTtt* — B&clO#^0. 01~30mgSS^ $f*U< 
(4) ^PJG P CRH#t5 !J K<D^#fe*5iTJ^Wf^fe 
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(i i) mm t ufc±ttmik l it*& w <owf-& «t xmmt $ w 

m&&mfei'Z> - ^ «r#1» £ i-stt^^ W*5SW G P C R 0^*fe^rii#fci- 

So 

JbIB (ii) (OS*^*5V^-C«, -^«^iG P CR^NW^l 

') 2% Fab\ *>5V>f*F a bli^S:fflVNTt>«tV> 0 

iSfe-CfctUl v^^©jai^feSrfflVN-Ct>J:v> 0 fflx.fl -*^ay MJ- 

c i25 n N c l3i n> c 3 h] , c l4 c] ^rav^tiSo -bie 

^-1x^^7 5^ y^v-r^— h^if^ffiV>P,tbSo 

S^LTH ffl£H /ws^7*y^ 



WO 03/082320 PCT/JP03/03828 

54 



5#£re<b LTfi, Ttfv—*s 7=>*h7>\ -fe/nn-^^if 

(2&a&) ^{ta#:±^iii^J^tt^^-r^-^ 

10 j; <^*l§i G P C R tlrStt 5 C i: ^-^^ § a 1&®&^2#; 

15 ^i±^^mco g We 2 WRJi^tt^a^tr/Bv^-C «fcV\, 

2 frfcf&Km^b ft S ? v—r^tiifcfes WJGPCR© 

LF2&S/£t-ffiV^;ft5^m> #J;U^ 2&^J&T^V>b*i,5^#:;^ ^cfs 
20 MGPCR©C«S$USrI8«i-S4&^, 1 ^KlSt?^V^G>tu5^^ 0*b< 

•So 

(b/f^«) , b, F^-rftfr<Dmwi&*mfev, WL&mi'to&imm&fe* 
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a?i r^^Ayr^^j mm±. m%o5 4*mm . ^nas 

m&.mmfemi cm 2m) m^m^ mm 5 i^mm . wwmkbn m 
m&emissxi imsm) m^$z, mm 6 25^??) > Methods in 

ENZYMOLOGYJ Vol. 70 (Immunochemical Techniques (Part A)K W\W Vol. 
73 (Immunochemical Techniques (Part B)h Vol. 74 (Immunochemical 

Techniques (Part OK Vol. 84 (Immunochemical techniques (Part D : 

Selected Immunoassays) h IHS Vol. 92 (Immunochemical Techniques (Part E 
: Monoclonal Antibodies and General Immunoassay Methods) )> l^llf Vol. 
121 (Immunochemical Techniques (Part I : Hybridoma Technology and Monoclonal 
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Antibodies)) (fiLL, Tftzr^ y 9 7UXV0ffi) ft ^«r#BR-fa - 3 Q 
ig£JK £*-r 5 £ 4: a 5 T-# So 

or, ttopcR©«no«'>#»Hi*iT'fc^ mopcRvmrn 

«KH>«*fef4 (*3«fctf) ^#^IB»*K:H*«*iAfc:«AL-C 

(u(iijfiLt»f, n»& (/his) as* mm^mm. mu&m 

KM&mm was**) , mmeim cn • w«iwfc«f*©fli 

(5) *&mGP CRfcttTZT h<DX?y——fjr&m 

c AM P &J&<DnM&JL btiZZkfrb. *»WGPCRtti <D»f*I 
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*fc«^tn*jrt « * GPCR^ Lfc«rt c AMP &/fc#fHiStf:S:SI 

^ - a „ n ^KY, h\ zfV^, W^ls irises ttishls 

>\ PACAP P AC A P 2 7 , PACAP38) > -fe^ ^ 

^=f^ % #A->h~>\ 7KW^5?*yv, y-^hX??-^, GHRH, C 
RF. ACTH, GRP. PTH N VIP (/^7^7>f^ 'f^r^t 

^y>\ 75U^ -f^i?*-^, CGRP (^/ve/b^^^-^y 9 s - 

y — IL-8, GROa, GRO/3, GROy, NAP-2, ENA- 

78, GCP-2, PF4, IP-10, Mig, PBSF/SDF-1*^ 
OCXCn^Vf7"77^-;MCAF/MCP-l, MCP-2, M 
CP- 3, MCP-4, e o t a x i n, R ANTES, MIP-la, MI 
P-10, HCC-1, MI P-3 a/LARC, MI P-3 /3/ELC, I 
-3 0 9, TARC, MIPF-1, M I P F - 2/ e o t a x i n - 2 , M 
DC, DC-CK1/PARC, SLC/iif©CCW>f 
; lymphotact i n^i*©C^^>t77 7 ^ y — ; f r a c t 
a 1 k i ne»CX3Cn^Vt7770^) , ^^^^ 

xyfo^byy, ^ 3 .-pry>'>', trh, /^y^ i/7f 

>f y^^y^^-r h\ #7~^> y^^77f^i (lpa) „ 
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if «r*»K G P C R U «#J$tf£'l£& if £$J^b&a5 £>£iB U *** 

385136 &*£U tt*5URS:fflv^ Hr^-i^T s'-fe^SrJBv^i £ fc: 
5 ^oT, ^BJGP CRlr^tSMrt c AMPMWJStt&tt5^» 

io f57^^h©^m &J;U* 

( 2 ) Wfcffr£4fe PJGPCRDNA Sr-^^r-f 5 l&n%S&#*i&^1r % - 

£ &c «fc o -C#wa«l±K:»a U^i*IS W GPCR i^fcfe $ iirfc^KSstt 

5Igpcr sr^-rsiNijart c amp ±^.mmm^m^ir^ ^ t 1-3 

^PJGPCRi^i-^T^^ hO^^^SMSo 

15 ^>fk^^^pjGPCR^^-rs-i;tr?fi^b^^x ±fB<^ 

20 ^PJGPCR^^r-t-6«(OJ^®^i: b-Ctt, £«Srl&#bfcfL <££p 

b-Ctt. Potter-Elvehjenffl**^>flP-*^ia*?PUaH-^fe, 17- 

hny (Kinematicatt^) &WifcK:«fc3}fe#N 

^ i/^^^^^ifx^oiEL^^bm^lBVNy XA-*>£>"*ffl£*£ r. i; KU: 

£{gjS (500~3000rpm) T*MB#M (MS. fa 1 ~ 1 0 ft) 5S'£f U 
JLfflf fclCffijS- (1 5000~30000rpm) "CalA? 3 0#~2B#IWaI 
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i o 3 ~i o a ft^-x*&>z><Dtim-£^<. i o 5 ~i o'^-cfca 

& o TfflP^lt^ fc 3 v > M Ki^tt $ ft v ^ 5/ 7 7 — teSSlfe L , 
f^*^MGP CRO*IBi!:H5g-r5«l*i(O^B6 • f&MMkVxm^ZZ. k 

&mmm, sustM* mm^m, ^w^mim^k^mm^M-r^m -m 
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tin, m& mm. m&#mmm. ^m^mm. m^mm, m& 

(6) W^GPCRH /tfy K£ ©jg^Sr^b $ (T =*~* h . 

r. © «t 5 fcte^tett, W ) «§ p >3 gpcr^ LTttl&fflaHgteSr'firt' 

) ^ 0-T7~:/3;fcf3:L-;&;W t*ISKG P C R i ©^A^i 

CRt ©l*^*^***^^* 2?a*&£*b5. 

^ (i) *!SiGPCRi /S-T^-^fcfSL-^/W 

^£&^fc&£i3rfc4§'a*£ (ii) 338BJGP CRi /J-79-^fcttL-*/i' 

55-77=ytfcl4L-^/W^i:*^GPCRi©^tt^^t 

*3S^©^^ y— =V^«fel-53V^tt, (i) i (ii) tD^f-*5ftS, 
m z- *3SK G P C R fcl*ti- 5 /3 -T 7 ~ fctt L - V ^<Z>*S^*. 
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«ftC a z+ mm. c AMP£j&> ffllJ&l*] c GMP4^ / i ' u 

y y^i4, mmmm&mW}, »ies<^ y ^shi^ c - f o s (ommt. 

p HOISTS ^^^i-^^*fe««iJ^5^tt^^^{f fetb^^, 

a) ^H5Ufei3-T7^^fc«L-^^y is^Z, G P C R Id^M £ 

•tf-fc^ £ . mm. Lfc j3 -T 7 ~ fcte L - *> / «fc !>*f»ffrg-^ 
^GPCR {31^* $ Wc^^ 6 , ^ft bfc 3 -T 7 = V* fctt L - # /V 

L ^yjsj:t«*»^«)S:*l8?l G P C R Sr^^SHBlfiifctttttt 

c) ««Ufe3-T7 = ^*:ttL-*/W^^Sr. ♦SWODNASr'Mrt 
20 5^fem^Sr*&*i"S - £ H: «fc o tifil±^M Lfc*38W G P C R 

& Vtt&W G P C R fclga* $ &1tm&te.*3 if £ , ffiffifc bfc j8 -T 9 - ^* fctt 

l v-^^g p c Rfc^**£«*iW5fcu ittfc-rs - 1 *mmt 

25 i"5 ^-79^^fcttL-W^iRGPCRi:0^^fl2^5 
jvj*/^/t£}£) Sr^B^GPCR^^-r^M^M^-frfc^i:^ #3591 
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G P C R SriSttflrt- S {fr&**5 «fc tmRj^ft «r*»WGPCR 5 #IB 

J&^M^fc^^&ttS, *«WGP CR«r^Ufc»lia*II«fiH*«ra3eu 
JfctWS - £ Sr'fcffcfcl'S y K£^G P C R £ <D^tt£^ffc£ii:6^ 

-c*BflaiK±Jj:3Sm bfc^PJ G p c r t , :£3§PJ1 G P C R & 

gftftt 5 it&vn& x Tm.m\&m%i&& w d n a &^-r s ^ic^^^r 

-T 9 fctt L f V t ^HIPJ G P C R £ ©tt#ttSr*fl2 

^ £ #38 iGPCRi (DSNf-frtfeiaE-ft: $ * 5 ty^&mit ft. ©ifctts 09 X. 

£-f\ #3§ssco*^ y ^f^v^WJ g p c r t l-cwu ±IB 
ufc^MGPCR^tt5t>o"e*>*itf^©toT?ifeottJ;v^ # 

25 ^0jGPCR^^i-^*fL»Oj^(D»M^7)^JS-r'fe5o L7>U 
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3.P r^^/l/^(cSt5g#^fri!>^/^ (nuclear polyhedrosis virus ; N 
PV) O^y^Ky^/n*^^ S V4 0&5l5£>:7*t='^E— *— % l" h !7 

^n^E— *— % f-^f h^n^/W^n^e— *— ^ SRayn^^Jf 

#:^(D^-efT 5 -^^T*#So #JxJ^ Xfik CNambi, P. if • 

^-yV • • v^/V • *r % * hV — (J. Biol. Chem. ) , 267#, 19555 

-19559M, 1992^] (C|B«c©^^oTfT^ ?ZLt&XZZ> 0 

ot%J;V>U iGPCRmt5»fflV^'bj:<, ffcfGPCRl: 

M^#<^;£;ft6®#tf>-£2:V % 5 0 >NBJte<01fc##Sfe£b-CWu Potter- 
Elvehjem^^^^-rif--t?MSr*¥b»i-^fe, 17- P isy-fW*—** 
V h o (KinematicattM) <7>«fcSflfe# N jlMHftR: J:S«lfl?k 71/^^ 
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>btnz£z>ftmm&3=k vxm^bfoZo (500 

~3000rpm) X*m%m Gifts ^1~1 0^) ii'frU -Hf£r£M-i*5 
(15000~30000rpm) -Cilft 3 0 #~ 2 Ht^M'kU 

^pigp c r sr^w-r z> tm^wmft^ o^gpcr o*^, i %mm fc 
i«<ft^ ^^^^y-^^^mo^^^c^^^«5"c^<, IH- 
3 5 s ] & if $ tvfc 0 -r 7 ~ l - * y v v ft if &m v N k S o 

^^JiCtt, ^-77 = ^ fc{2 L -#/W i: #3§0J GPCRt 0^-14 

£^b£^5te^5tf>*^ y-^v^Srfr&SteWu SfWIGPCR^ 

i-^H^iCi^^GPCRt^p^^ffMi-So ^S/^T-^«x pH4~10 ( 
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CHAPS, Twe e n-8 0™ (&7f7^i) , X^^r 
1/' — 1> ^ ^fOf ffi»J^^ y 7 7 i i ^T-#5 0 £6>Kl. 7° 
5 a 7~~T' — if (ll iSWW — SI &5C^ y # V KO^*«r»*.5 S WtPMS F % 
n^r^^V, E-6 4 (^^KflFSSBr») . ^^^^/nrT 
— if|3fi##J£^JPl-5w £<b^#£o 0. 0 1~1 Om 1 <D0EU-fe^— 

— (5000~500000cpm) <D^|^Ufc — V^fc 

10 6„ ##m#J*ir&* (N SB) ^S^ife^WJO^ISsO/S-T^^^*^ 
tt<fil>l4~3 7 < CT% ^2 0^f)2 4^ S*t<ttl!)30^&3 

frbtm&toti&k (NSB) &§|V\fc#!7^ (B 0 -NSB) £10 0%£ 
LfcB#, #H#J^* (B-NSB) tf*. fll*.^ 5 0%«TK:fc<&»»Mfc# 

20 Ste-a^Sr** y— ->-^-rS_blBOd) ~e) ©^^r^lfei-Sfcfe^^, 09 
*»WGPCRSr^-rs«BlSllWaHSH* T^K^KiBML t 

•fe^ay^aai, fflfertCam McAMP^ HWcGMP4 
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g p c r ±mmmz-m(DmG pcr sr^sm b 
mn^^, Mtttm 4»tsfcti$u i&^m^ttin^^^^ffivN 

team £ *ufc-fb-&*3fls#* b < m v ^ <b n #38iB g p c r ©jg^suffioM^ 

j3 -r 9 = ^£ fete L >^ £ #3893 GPCRi: <Dm&&&mk £ * 

5>f^#»^T=?=^ h^/y^^7 h-efe5^«, ±fBbfc^WGPCR 

0 -T 9 = fctt L ^ 1 P C R £ ©*££H4«r3kfb 

G P C RSr^Wt:5»lJia, tfcftf^WG P CRlr^tStt©!!^^ 
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i . y — ^^jbwji 

Hanks' Balanced Salt Solution (^/^lii) 0.0 5%©!>^Jkt*T 

b) *^GPCRlfp 

*HKGPCRSrM$tfcCHOifffllta^ 1 2^U— M-5X1 0 5 <®/ 
10 ^•effi'ftb, 3 7°C N 5%C0 2> 9 5%a i r T?2 0W**U*:t)©o 

C ) itjj-r^^ytfcttL-^yw 

15 IICtl/iMfCtRt^o 

ft) *^tf P B S-C 1 mMi: *5 J: 5 K«*U -2 0^^50 

20 a) 1 2^mmmmm^^-hKxmm^it^mmGPCRmm.cuomm^ 

, WJMttHflRlm 1 -C2E»3frLfc«, 4 9 0 ju 1 <Z>SI^B««*«:#ftfc 

b) 10~ 3 ~1 0- 10 M<BtOfcfc^iSffc&5 /z l^P^fcfL m^0-T7~^ 

c) 5t«£l&*U lml©*^fflaMBtt"T?3HI*i*'t-5. »(-^Lfc 
IH!j^yK*0. 2N NaOH-l%SDSt^U 4ml©W^f 
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v—*-a mtftmmm) tm&-tz> 0 

$!J^U Percent Maximum Binding (PMB) %&L(Dt£,Xt&#> o 
PMB= [ (B-NSB) / (B 0 -NSB) ] XI 00 
PMB : Percent Maximum Binding 
B : fcflc&anfcfc^Offi 
N S B : Non-specific Binding (^H^ftjSt'&S) 
B o : 

^GPCR(^tSr^b) . (n) ttttMUWaBSH^SrWUsasv^fc;^ 
^ (V^fc>i*>5, *^GPCRiCl*j-r-5T^^^^ h) s M /3-T7~:x 
^fcfci: L —ISA'S l/> t &$§m GPCRi (Dfe&tl &$6&3'Z>tt&tos 
« (-) j5-79 = ^fcttL-*/W^i*«lfiGPCRiOi^«:»^ 

xi&m&ttmmt vx^mxfoz 0 

*^GPCR(*57^^ Mi, ^HGPCRWS^y 
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7 > ^dS^-T S 0 -T ^ ~ fete L - 
fcteL y i/^i*»WG P CR fc©*S^fci*iSrr5te^*fctf:*0> 

~ ^ * fc \% l - # a- j is y t mGP cr t<D *m &t & fc&vn * 
teZKDmt. itkikmwm. j» (/j^) mm. ttt*WBd, *itiiiLW*, 

SMB^flF) , OB • ^Mffi^^r^ 
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wmwrn, mmm*. wytmm, feftm&tcamnm&ftznmmzttirz^ 

l^ot^tSrt^tfSo S£ltffi©7Ktt*i Ltii, %MkM. 
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,<-f8 0™, HCO-5 0) ft^ifffiLTtJ:V\ bTWu 
V Vfl'TA' a — /Hfc £ 0M3 b T «fc V \ 

jtiBEaitt. ms^pj yyiiiW> ww-mj 

?Lffr^ (00*. tf, ?yK tys?, *^>> 

tf, !»##SW5*# (M6 0k g at) }C*3V>Ttt, -BtdO^^jO. 1~ 
lOOmg, &*t<ttifil. 0-50mg, J:0»*U<tt«Dl. 0~20 

01-30mg8A, »*UttiB0. l~2 0mgg«, J:9^L<(4» 
0. 1~1 Omga^^M^lt^^^S-^i-S^W^-CfcSo m<DW}M 

(6) ^illi©^^^^^^^ 

*fer45F5fe^ ^B&fii, game* tkwm. 
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3HHWf^ *«s*Has^ ^iK«9ffirfl"fffis &mm.\\M, ffimmmmm 

(2) W G P C R v ^ r Sr«N» t i"* ^ 4^ IX tt;fcfiW*fttttti1PI 

m«t£^ ^mbshhi^ ffimmw-wmm 

(3) :£3&§JlGPCR£rfflv>5r £&#!§!t£-t-5, tftefclX 

tin. £fcf*Mb«fB*iw^ %mmm, mm^mm, 

JE> Mffli, B»J3B*> WRHJK, ft^i t< liif if©f K • MI 

(4) &m**&w g p c r s , &m h gpcr 

- ©?«R;frifetf: % 8WB Ufc y # v K G P C R 4: <D*fr&te«rSfrfb 

*J8W©«tB^yM4, MIBUfcy Kk*»WG P CR £ 
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*3SW©Jfi:#:f4 % #38 IB G P C R SrlWWlnlM-rS - £ Z> <DX\ M 

immfc&tf s gpcr <dm&&4£ £ w&ta<o * ?v—~>- fi^m v ^ 

(i) *t bPt?L«j^i<Da) jfc.SK, b) 4#^oii$§, c ) n^^b^iibfcma 
^igp c r %fem-rz> zkK£%^ mmmz& »t 5*»w gpcr©mi 

(ii) ^wGPCR^ai-s^in^ftfwsriftab*:^ ^nm^-sr 

(iii) hn£fLft#>tf>a) jfiLfft. b) m%<»W&, c) JSRSSd^^SIUfeSa 

(iv) ^GPCR^MtSffte^WtUfct, &!g3fe£,«fc 

MmiB^^*tt5^l§WGPCR^^*«^^fc^TO«fc5^b"C 
ft* 5. 

(i) jE^fesv^ms^^i: hm%Wi<&) wz.t£s 7^k 
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HLffilSHSitt hV h^x l 0 0™. ^-V2 0™*^) fc*?«:Jfv\ 

«&BI*s#<^**L5H4>0^i:SrV^5. fflM^flfcflfcfrife* UTte, Potter- 
Elvehjenffl**^>rif—"elBia«rJ¥Utfrr*as, 

y hny (Kinematica*±$SJ) <OJ:S?R#, ^tllCi^m 71/^^ 

iL^Jni^^Hife* 5 ^*: bTfflv^tbSo 09*. ft* mf&®$&&%&& (5 0 0 
~3 0 0 0 rpm) -C^ffl GI3t, m~10#) ifrfrU ±«f«r£ fetei* 
(1 5 0 0 0~3 0 0 0 0 r p m) ~CiI^3 0 #~ 2 R#Ma8'C> U '&hth%> 

25 y^Kfyfn y MS Vftteo ZL b&^ZZo 

(ii) *^PjGPCR^^i-S^tem#:^±fS^^^ v ^M^^ *W 
tt«H#fc*£**L5:*3S0!G P C R SrJMI-S r. £ 5 0 
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ft* huxteb*%$-7LZ>-7£&mm (3 0^tu~2 4^tu, ^t<«3 0 

#itu~ 1 2 B#Mtfk <fc 9 0* b < 1 H#Kbu~ 6 B^Wfltj) b < tt— £R#M& 

(3OM~3 0t, &*L<iil^flf~2Bt, £90;£b<telH#P« 

J:9#*U<W:iii*M*'-2 4i*M«) , 3»«iail)tK:*Jtt5*»MGPCR 

(ii) ^«^m^^^&t-^V^*^S^«^^^i#^ ,: t :, ^^^*s 
-3©*W«F*« (10t~7 0f, ^K(ilPi~30t, <t«?0*b< 
(i2 0f~3Bt) , jKej8aJSElJ:*5tt5*ISMGPCR<7?JISrSfti-5r kit J: 

(iii) iE^&^te^S^/^fc hPjt&gbft (#!lxJ£s 7s/h> 

lt**38KGPCROftSr?SI8i"5r.i:^t?tS. 

(iv) *»WGP C RSr3Sm-t--5^ffteife^«:fflVN-CISI«0#S!Sr £ 3 - 
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&m&GP cR*frirzmmmmm-&*m&£-&z>fc&vo> (*) awns**-** 

5 iGP CR<D m>*WP in % j^iS-ft «:«S3 $ * 

35Bt&54fe& if e> *u r. fcte^ wa^*fl*&*r?*><> r t> «t v > U 

Offrg^T* fo o T «£ V \ 
JfoBUSIg^tt G P C R ©i^'> ^rtiat), #WflSiWaHSH& 

a*T?#5 0 ^BJGPCR60*^i|J!JPi-^'fb^*^«^:^{*, IK 

jfc1?Pt* s Mtik (/hiS) StfeWfl**. flHttikW** ^SMWi^ * 
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*36S#fetLS <fc 5 t©T?S>So 

^hso™, hco-5 0) u-ct>«fcv\ Srtfctt^LTW:, it 
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s/c, _bis^BS • mm, mm\ mm. v ^mmmmm, m 

wtrhv*j*mmm . mmtn mm. m^^^-v*. m&?x* 

±^j^if^@a^brtJ:v\ mm&fofr&Mmtemn. mm^r^M^m 

fLWj^J (#l?Lfc£, 5yK ty'A ^> 9^ 

m x. , *Bia«K:*5 MIGPCR (Oft SrWP ffr£*J * fc fi^r <£> 

jol^Tta, -HiCOfUO. 1~1 0 Omg > gF*b<ttJKJl. 0 ~ 5 0 m g , 
«fc9#P£b< J2$Jl. 0~2 0mgtfc5, ^PW*t5it^ 

^*5Vn-C«, — 0(CO#^)O. 0 1~3 0mgS^ 0fL<i±l*JO. 1~2 

(8) *H«GPCRW5^^ttt*5El 

iGPCR©iW^mfiI, «9*.Wr, iGPCR^t5 

+ igH^ il&rtcAMP^ »cGMP^ 

Wf^Sfifwy^^ c-fosOfittft, pH<D{g;T 
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(9) ^PJ^ryfty^DNA^ftt^Sgl 

<>m. nmmm. timmswm* <ejfiuEE. matm** pwrbjbl & 

&m&tctemitm&t£¥(Dm&) <o^®5 • mrnmt vxm^z>zt&x%z 0 

fcsv^tt«^isii(©fe«)^«ib^J*^^a^wt2:®«>e>ti/S&^i £ fetes 
m-s^fe^ta. 

(10) *3SWWDNA*A»'fe©f^$Sl 

S) ffc^W^DNA (*|SW^3l5ttagSDNA^I&IB-rS4&^^a>5 

Cl] **!!l©^3f5ttDNA*A:li^©^DNA«rft5*fc h«#?LS&<gK 
C2] hRf?LI5^^^y#»I#»Tfe5^ Cl] ISmolt^ 
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C57BL/6|i, DBA2»i\ ^St^LT, BeCSF.m B 
DFjIi, B6D2F,^il, BALB/c|i, I CR«if) ^.tcitv 
y V W*-t£. Wi s t a r, SD&if) fcifaSflP* LV\, 

ati^< , \,^t£A,mmMm>t>&m • ttffi£*tfc=«0i©DNA«rv^. 
«Tx sfc&scufttf) ■t>*±Kt£h<D, Mftmz^ m.m<omu. xm. i&<om& 



WO 03/082320 



81 



PCT/JP03/03828 



<&a|;U^ j£1%t£*mWG P C R(^atM^»Ji-S G P C R £3§m£-#3 D N A 
$8K©fc hDNA^LtDNAnyT. f»?^ h (09. — # 2f) £2* 

*y^I I, ^PT^^I I, rcy^.^— ir\ my^n^^, Kir 

y^> «i^v7f^*t-^ ^y r*§w£ttifttM6fc, wws-f 
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?A*IJI^E|IH\ ^I/t^-fBi'^t^ (— Ixl^T i e 

2tm&*iz>) . -J-hy *A#y ^ATf/^ny ^shm** (nb, k- 

ATPa s e) . ^P7^7^« ^ * P^^-T ^ I *5 XXI I I 
A, ^^a7nf^t^l«^tt^ % MHC^7^M (H-2 
L) . H-ras, \?—s< 5 V j3 — TkS^-ft;^^ 

—if (TPO) , ^7°^ KfCMSBsFf-l <* (EF-la) , 37^f^ a*5£ 

xip^a-^i/mm, ^^/i®i*5j;^2, =-^y^SBisfiSf> ^n^a 

Thy-1, M^°7yy, Hm^lfB (VNP) , I&L?tT5 n-f 
T-Diy^ry ^A, /<y7'l'^y4if07'Pt- * — ^M^btlSo 
tK7f KilWla (EF-la) O^n^E— * — , b:£J;t^T7 

i L<, #lx.fc£s >7-r^S^J;TJ«#MfLll)^*5feO#DNA(0 

ii. wa$, tpwmmm, mmmi&m&oKA&xxi^ffi.<D&mv s y adna 
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ft (d d n a m m £ «9 5 r £ a* ^ § 0 

AWt5; i:^f*f5 0 ^P^(D^ttDNA^«VNf£i(D®^l!j 
^©^{i^^K^ffl^^<tO ? ^lS^i'^T^^PJO^ttDNA^^-r 

So 

3Ntt*5 J: TJ^M^T 5 <£ 5 $ tb 5 0 D N A^^ 

A^riifiJ^i-6cii^S*-r5o ^0jo^*teDNA^g:ft«v^ci^S 
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m $ * tbT *5 9 . ^Stt©]EfD N A ©flfcfB 4r(Eiii- ZZ.b\z£9 

g p c r ©tuip^sr^r-f-s - 1 ^isw gpcr ^pa-rs^m^Mi- 

NA = ^h9^ htt. IfODNAI^fetaotf^tSit^tf 
3„ MfflMl'fc1t5^ p l©ifDNA©»s MMm%Wi^(Dm 

^©IBS^il&^^V^^WOSS-DNA^^E-rS^if*, f^ffltt^©^ 
^^S^T^©E^TO<t W^©^T(C^K©m^DNA^^T-r5 - 1 
«r*5fe-r5. *^^©^'l4DNA^g(t^V>fcr.©a©l!j^©^^ -t© 
J0$^M*5 i tflfcNB IS ©<£T »C*|S 93 ©SflfD N A «: 3 iADNAtrH 

f^t©^WDNAW5 «fc o \zm&mtt1rz zk&-ez 

#3593 gpcr <Dmm^&^ifc&nffimmfr<DMw&£Tfz. (omm^mm 
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mm g p c R(Dmm^^M^fjtm^^-f ^mmcDm^G p c r m «t s je^t 

GPCRO^PS.^ (dominant negative^) Sr#Mi"5*f*^i 

P C R OJS*P^«r^-r S r. £ d> & . #3&93 G P C R ©«1l&FfiH4§PFJ&Ste 

©*»^©DNA(g^Sl«Oia» l: t , ODNA% L< »RNASrE»^*ft5^ 
GPCRia^) Kl3531*> 5 V ^ fitfStttef 5WlGPCRi:©SH4lC 

te^<D&mmm<D^mk&ftte5^t&*sm'ehz> 0 mgpcr 
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#3&?BG P C R*5 J:t/*©f^ffl*M©fe*©^^WffcH*Fi: 

Skid, ^PjODNA^ttl^^ffl^T, #3&WGPCRG>flM6^iSteS! 
^Jftffitr^tN ^WGPCR»cM»i-*«A©fftKI6©H!**rf5 l *5fc«>^ 

(id / v?r*7 vwim 

[1] **M©DNAWWb§^fc*t huf?Lllj^iE^«> 

[33 ^tW^vjlttt'fcSl C 1 3 ^SB4fttf>E#*IWI&, 

C4] hP£?LlbW5^y#lb4^foS^ [13 ^fSfcOBSM^ 

[53 ^yfiW^^t*fc5$ [4 3 3SIBtt<DK#*ffliax 

[63 *^BJWD N A^^ffift^ ^tlfcfD N AH^^ t hH&?Ltt«K 

[73 ^DNA^ixtK-^— at^=F (M. jznM&HVOB-tf?* bis?~ "£ 

DNAi^t5^c^^-«TtMlHI [63 TOi^^t Mfc 

[83 #fc hntfLKj^<> s ^#S3^'"efe^m [63 5(IBtt©^t: hnifLft^ 
[9] ^y^tb^-^^^^fcSH [83 gi!B*c<^fc hUftfLtfr^ ^-fcTJ* 

[1 03 M C73 JBtB<fctf>»#fte. W*Wb£4fe*rS-£U v^-^—Jt^f-© 
M^t5-^^I^5^0DNA!^t^7*o : e-^-'^ 
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»m<6**Pflfl-*"**\ l)t<I^DNA^n- KUTV>5*3SWGP CROfi 
ttSr^StWm^ ^-tirS ^ £ 0 n D N A3ftSHKtt»c*»M G P C R ©^JJ, 

W^ifeteJ: ^DNABB?iJ<E>— ftJXrt^SPwBOl*, teDNA«r#A*fcttflHfc 
^tf)St^Si9#£Tb UfctK ^n^— feSW^^y^tf^BSrlife^i- 
D NA^gttft E S fcttlfc&E 0;^7nES» IfrfB-fS ) <D 

— tfif-fS^-) > cat (^D7^7s = a-^7tf;l/h7^73:7-fl 

-frSDNAlE^lJ (fllfcfi, polyAtfflPV^'TVl'fc^) ^AU 
y^t-RNA^i?f^<t5-il-J:ot, l**«JK:ae j f-«r««'f"5 
«t 5{-«^bfcDNA@H^J^-r^DNAm (JsiT, ^^^7^^^ 

tltc E S « fcoV ^X^m tf> D N A_h& £ V ^ te^ <Di&&<D D NASSAU Sr ^ * 
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Evans ^Kaufma^fe}C^CTff b< ^Lfc^^t?^ J:V\ 0»J&fcf. -v**© 

f E S»^Mt S ^ i 4 © @ &«]t^Jx.H C57BL/6-7 

BDF^^ (C5 7BL/6iDBA/2i:©F 1 ) ^J^T^U*:^ 

^^VN^flJ^^n^T, C5 7BL/6v^^ft»©t\ ^*T,£J^ 
T#b^cESm^^X/^^^Sr^tUbfc^t> C57BL/6^!7 
* £ ^ y 9 9 o ^-T 5 r £ ©3te«JW*Sr C 57BL/6 

^bXVNfc^^b-C, 1 np^glOESlM (^5 0{@) Ti&ii>©T\ 

^*id^^*5^5 e s m©gr-&i? y a ^%mm<D *usu-eff * ? c ^ ^ 
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fclfctf, STOS$^»<7>£ 5<eaa3&7^-^-*BJ!Sl±T?L I F (1-1 
OOOOU/ml) ^P&T^fife^^*&*«rt (0*U<t±. 5%^^> 9 5 

^CD^T^^U ai^^ttx flfljfctfU hy^yy/EDTA^ (iisto. 
0 0 1~0. 5% MJ^y/O. l-5mM E D T A> #f*L< f±$JO. 1% 
hy/v'y/lmM edta) team J: 5 HUHUfi-fb U fffc^ffl#U/c^^- 

»iiM»*»^**^3»«f***" ; 5-^t-*9, mm®, ftmm. 

(Dn*<D#sfy<Dm&\Zft{k£ltZ>Z.b&'*I&-£*>V CM. J. Evans^tm H. 
Kaufman, — (Nature) H292#, 154 JCn 1981^ ; G. R. Martin 7"n 

V— • Hr~f • ^^a^/V • 7*f?" • ^ • f-^T^^^ • ^ 

(Proc. Natl. Acad. Sci. U.S.A.) $&78# % 7634K, 1981^ ; T. C. 
Doetschman £>> - ^ - xy/y tn^- • 7^ K • 

l/ffl, . =£)\>-7HrXi*?*- x ff|87^\ 27Mv 1985#0 % ^CDES«^{b 

PCR*fcH:^GPCR©tt4^»*5V^tffltfc5. 
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ffl Ufc-^ ? * & <*> D N ASift<Dl&Bmi&(0 D N AiB^iJ £ £ ^ 
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N Aliifl© *> 5 1> © SrWii" S - 1 K «t 19 # tt 5 » 

(1 1 a) *wM<nvNA<Dxm^mte£iz&m^z&mzttvxmm'^ 
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mt&ms ^mtkmrn, mmmmm, mm^mm, mmmmfo&w.. sMttx 

f«ft^±i2^tefc^ i o %£JLb. * b < 3 0 %^±. J: >9 0 £ 

mtxtiiti \&mx fe t) , #$801 g p c r <z>$c»*Hi«ft ^^«to-c§i#®w$ 

W*.t£, *5te^ *IBI^ flS&^atffi, jftBWg£ifl*lu ft*. 

/MHSCttffi, *MS&*a£ (fftfflMK, , «Hft«3tfi CB • ^Sttt^ 
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tizmttmmw*vi<\ r«sitm w*.**. * 

15 tatm%wim mm, ?i^> 

>f** -fr/v***) i!iMt-rft#t5-i^ , cfs. 

(M6 0kgtlt) »C*5V^tts — S(CO#^IO. 1~1 0 
20 Omg. #*b<tt#&l. 0~50mg, J; 9 U< 1 . 0 ~ 2 0 m g 

tt##S!#fifc# (M6 Okgi: VX) fcL*5V>-Ctt, -0Mfto. 0l~ 
3 0mgm «P*LO4*J0. l~20mgSg, i^ffKttHO. 1 
25 ~1 0mgMW^ia!)g^t5©«^&5o m©Sb4&0>#£- 
fc. M60k g Sfc 5 KIWI UfciSrS^tS w t ^tf # « s 
(lib) ^^©DNA^Mi-S7 p n^-^--^ttSriE5i*fcttia*i"* 
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©DNA^ atte^ £3**1-3 w £ ^ J: «J i'*— * 

— ae^f-^^pj ©dna fcsfr-r § ^ d * -<D$ij#PT-eBm 

© D N A £ V-aK- ? -5t^-e«m $ ODN A&*&fi£& 

0H;ttf, *3PJG P CR^n- K1-5DNA««6^-SPSr^C»ISft*©^ - 
hv^~ tfatfi^ (l a c Z) "CWfcL-Cl*6*6\ *^BJGP 

tot, 0!l;ttf. 5-/n^-4-^nn-3 — fyKy;U-0-^ 
7^hf9/iXK (X-gal) (D&Stefi-tf?? his*— ^(DSft^S 
W3d«:ffivvrfk-fe1-S - £ (-<fc 9 . ««K:*»WG P C R<^i^£#ftK::i3tf- 
&B^S£llfll1-3 ^ £ tf^t <5o Aflcfitmtt, «§PJ!G P CR^d*-^** 

f (PBS) TfiSfciWfts X- g a 1 «rgrtrife6*-e* Sfi*fctt3 7°C#5£T% 
#b3 0^Ja:V^bl«'WSliS***:«^ H«l*SrlmM EDTA/PBSlS 
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■nuiiVN, S?£^V\ l a cZSra-KtSmRNASrttfflUTt) 

»*uv\ ictfttiuttt, iiii isam cm**, iffl* u^Bftx * 

#3§^ G P C R <D^m:^m U iGPCR <D$§tM£{£il-r 2. :^ s -ei5© 

g p c R^m^ u ^g p c RcDmm&mw-fz 

"C\ fllfctf, ^^GPCRO^ii^^Mifi-rS^S^if^?'^-?^^ 
^^GPCR©i!^ii:llt5iIi ttli, fllx.^ ^£rlm, BR 

tkmm. nm&fcshjz, wstrnm. ®&^m. um^m^ 
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n-&&mm wmm. mntvm) . mw&mm m • mmmm^^<Dm 
(Dnmmm. %<d4&<d^^* , mm. Utah****** 

y^mbtitcik&m^bmm&nzfc&mh mm 
it^-rzwrn t mm^ vxmm-rz ^ t &x% z Q 

Z<D£?Kl,X&btiZ>mm^ £±Xi&m®iX&Z><DX\ fllfctf, t V* 

f-/v^^f) icMUt^tSw b&XZZo 

k g tVX) K^^Xii. — Bfco#^0. 1~1 0 Omg, #?*u<te$ji. 
0~5 0mg, J:D$f^b<«^l. 0~20m g m ^P^^#-T 

Okg^bT) ^^Tte, — B^O#^)0. 0 1~3 Omg*!^ £?£U< 
f«0. l~20mgg^ i9^L<f^O. l~10mgil» 

y&i*-t&<Dmj%b&xhz>o m^m^m^hs w-mg 0 k g ^fc«9 
— - ^jf-tz>±.xm#>x^mxfo v , ^pj^dn A^m^^Hi-^>#s 
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(^©GPCR Sr^fife $ Z<D3LfcX'<Dftm Srtftffrt" bTIB £ ft 
IUPAC — IUB Commission on Biochemical Nomenclature \ZL& <5P5£r§-fo 







DNA 




c DNA 




A 


: 7f=^ 


T 


: 


G 


: tfT~ls 


C 




RNA 


: 


mRNA 




d ATP 




d TTP 




dGTP 




d CTP 




ATP 




EDTA • 
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S D S : Kf^v«t h V V ^ 

G 1 y : ?V 

Ala : 77^V 

V a 1 : * V is 

5 Leu : P'fv'V 

lie : ^fyn^;/y 

S e r : ^ 
Thr 

C y s : 9 S7* , ?'< ^ 

10 Met : 

G 1 u : ^/l^ 5 

Asp :TX'<?*0& 

L y s : y S?^ 

Arg iTA"*—^ 

15 His : fc^v^ 

P h e : 7x^/VT7 = ^ 

Tyr r^-O^ 

T r p : by7°h77^ 

Pro 

20 Asn : T^s*?*?^ 

Gin : ? ^ 

p G 1 u : Muffls* % >-m 

* : J&lh=« K^Kl»JtS-t-* 

Me : 

25 E t : if^S 

B u : 

P h : 7x=/Vi 

TC :f7/!i^y-4 (R) -7J/M*>1*-S: 
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Tos : p — hA'=->'Z>A'7*-~A' 

CHO : aftA'? A* 

B z 1 : ^ViM' 

Cl 2 Bzl : 2, 

Bom : VAsUr* *S * ^ A 

Z : ^-^-J^^r^-^^J ^^=- A* 

C 1 — Z : 2 — 9 p D^Ov^/V^-^i^^/V^^/V 

B r - Z : 2 -^a^y^^i/*^*^ 

B o c : t 

D N P : 5-*= hP7i/ — /V 

T r t : h y ^ 

Bum : t-yh^f/V 

Fmo c : N- 9 — 7 /V^r^—zV* h^i/^/V^^/W 

HOB t : 

HOOB t : 3, 4-S?fc Kn-3-t 

1, 2, b U T^y 

HONB : l-t S/-5-y /Utf?/M< ^-2, 3-v^Atf^ W 5 K 

DCC : N, N' -'^V^ n^^*/A'*/l'#i?'f 5 K 

IB^J#-^ : 1 

^P|©7y h^5fer CB 7 T 0 8 4 &=i — c D N A<D%f£M£&\%7F 



mm^ ■■ 2 

^P|©7J/ M±l5fer CB 7T0 8 4 <DT 5 / WSSiM^^iT^ 

mm^ : 3 

jf.%Vft<D\i hl±J5fcTGR 7 ^r=i— Ki~5 c DNA(DliiE?l!:^tc 
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IB^J#-^ : 5 

mmm 2 xm v ^fc t g r 7 m -7? << -^—^^lE^j^^-ro 
mm^ : 6 

^l«J 2-effl^fcTGR7ffi:/'7^ — (Di&SSE^J Sric-To 
HJ&M 2-CffiV^fcTGR7ffi7 P n— ^(D^IB^IJ &^-f-„ 

m?m-%r : 8 

H»j2T'fflVNfcr CB 7T0 8 4 ^ ^—^^^^'f'o 

@S?iJ#-*§- : 9 

2 "Cll^fc: r CB 7 TO 8 4 /B^^f ^— <^£ia?'J£r^i~o 

IB?U#-5§- : 1 0 

2 T^V^c r C B 7 T 0 8 4 — ^O^SE^J?r*i~o 

HIM . 

^=7— . ? (Molecular cloning) ICfSife £ tbTV ^ 6 ^fe^^o /c Q 

3l«iJl r CB 7T0 8 4*3<tt/TGR 7 {d^-f-§ 0 -T 9 ~><D 

CH0-Kl««fi> ^ldfB*fe^^VNP5 10% «?J£ifiL?* (Invitrogen) £r^tjv^ 
M,F-12mm (Invitrogen) Sr^T:^ bfc 0 h?y^7*^5^3 Zs&ffStfi 
B\Z10cm 2 3btciQ4:.5xl0 5 m<Dmm$:W%, 5% CO^^USS^*: C0 2 ig*l^ 
T37°C-t?15H#^^±^^ l^fco h 7 y^7x^ a ^fiLipofectamineK^ ( 
Invitrogen) &fflV\ ^^#^^^^C-C^^^fofc„ ^*^(-6-well 
7°u--h^ffl-r5^«s WT^J;5^=ftofc 0 £i\ 1.5ml^^-^^2 
^tl^frlfcOpti-MEMigM (Invitrogen) £100/* l#}£Lfc„ tfcIC 
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ftjo(D?-=L— -7\Z&W*t 9 — £lMgs h 5Jt#t-Lipofectaminef^£6/i m 
Wk, nW&Jft-S-U 2 0#IHMBKHSMtUfc„ £<0^fcOptiHKEMJfcfl&«:8OO 
jul^Px.^ h^^^^a ^JB*!^^ fcbd>C»Opti-MEMi£ifc£ffl^T 
^LfcCHO-KlMt£^P#s C0 a #£Sfc:T6l$M#aiLfc„ JtH^SMStt, 
5 PBS (Invitrogen) SrJBlvC IJ i'* 0.05% h U 7 s W • EDTA^ ( 

Invitrogen) SrffiV^«3^U it'C^m-THJlfc bfc Q #kfrfc«<Difc£r$J 
JtU i^^OO/zlfefd^SxlO^^m^^-^ttS^pt-^Ux Black walled 
96-well plate (Costar) \Z.\%%>1t. t> 200 m lTo#?£^ CO^aN^T— Bfe# 
« bfc 0 _hlB h 9 ^ ^ * * > a >UM^H:r — iitt^S^Sr^m bfcCHO-Kl 

FLIPR (Molecular Device) *rJBlvriB!l5£b;fc„ FLIPR^T«F*I#^>' 

Fluo-3AM (DOJIN) Sr^JH-Sfc*. *>5V^tiFLIPRT yfe^T Srfr5 lEStr^SNBIS 
^gfejfrf 5ft»«57yt>f^y7r- £rffr&Lfc 0 HBSS (Invitrogen) lOOOml 
15 (ClMHEPES (pH7.4) (DOJIN) 20ml^riP^fc^ (WT, HBSS/HEPES^) fc, 
•7°o^:y K (Sigma) 710mg<Sr IN NaOH 5mll£&#&$ £> fcHBSS/HEPES^*&5ml <£: 
^Px.^bfc^lOml^APb, ^©^^r^t^^5/77-t Lfc 0 JSfclZl 
Fluo-3AM 50/ig«r21/zl DMSO (DOJIN) Kl*g#U £ G>Hl«fc©20K TVUz^BI 
(Molecular Device) SrAUUft-^Hft* 105 KD^WMskftt^^M bfclO. 6ml (D 

Ma^JfeUfcCHO-Kl«(D^±a^^#, itt^lC^fe^^^l^fcfct) 100 M l 

25 SrfflVNTlMU I^^FLIPR^-fey h Ufc„ J^JiOtM&ffSrJftLfcfL FLIPR 

/3-T7 = V«rlO^~10^;tfcfc#fc:, 7^hrCB7T084 (0 2) *5 «fc © I: 
fM^TGR7 (HID &3B^5CfiO-KliRHj|&jW^|£J&4£ 
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fcCHO-KlItt (H13) "CW^ pft/S^teJl^iftft/^ofco i-^^t>> 

rCB7T084*3 it>^Ot f U # ^ 0 -T 7 = 6 ^ t mm 

rCB7T0 8 4*3j:tJ ? TGR7©M^^ , -^ti 
r CB 7T0 8 4 *5 iOTGR 7 K1~3 D N A$r)f te^fr-etb, WO 

200 0/20580 l&^tFWO 2001/8374 8 ^fEfc^jfe^o 
On-VU #bHfcDNA8lf>T-^P AKKO- 1 1 1^*-0>S a 1 I 
S p e I glM£f^#AU *rtL?ti<D&&'<? fi—&mmviZo 

RT-PCRia§TGR7mRNA©t hfc&tf Z>WMfrftV>Wi 

ft 

ii^^5cDNA(C|j:, th#ifiiWpolyA + RNA C^aV 

^A7"7^v-, j£^¥lll5f £ ItSuperScriptll $^il£^f ( 
GIBCO B R Lit) &J1V\ i#©-7 = a7/Vtf ot4 2t«l:tT^ 
, TOTtf^^/^WttlOO/i U«tf; 0 RT-PCRttS 
equence Detection System Prism 7700 
(PE B i o s y s t ems*±) m$%tm&<Dfrlt><Dy7 4 b 

U5' -GGCTTTCGAATGCACAGGAA-3' (gH^"J#-§- : 5 
) , 5' -CGTGGAAGCCATGCTGAAG- 3' (M^m^r : 6 ) 
WTaqMan p r o b e £ UT 5 * - (Fam) — TTCTGCAT 
CTATATCCTCAACCTGGCGG— (Tamra) —3' (SH?IJ# 
# : 7) £H£JlUfCo RT-PCRMiiT aqMan Universa 
1 PCR Master Mix (PE Biosys terns &) 12. 

WtllO0^M©^7^-7-iI^0. 05/i K 5mM©T 
aqMan p r o b e £ 0 . 5 M U *5«tt^_bfS-eMbfc c DNA^I: 

o. 5 M i .m%7kx*n5ij&mmz 25^1 1 vtc 0 pcrr^s o°c 

• 2$h 9 5°C • 1 0^f , 9 5°C-15# N 6 0°C • 1 j^(D^4 t 4 
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total RNA 2 5 n ghtz.*)<D=t fc°Hlfc£ UfWtfc (EI 4) 0 
H»J3 RT-PCRKU:£ r CB 7 TO 8 4mRNA©75' M£:f3tt£,m 

c DNA{riis 7 >y M-IIIItS^P o 1 yA + RNAd^« 
TO^&-e^Ufc^0^fflbfCo RNA 1 ju gi^7yW7^-7- 
jgjj^Hfifi: LtSuperScriptll itlB^il* (G I B C O B R L 

^y-;«tt 100/il ^ftPbfco RT-PCRttS e q u e n c e 
Detection System Prism 7 7 0 0 (PE Bios 
ystemsft) £ffiV\ ii tti 7* 7 ^- £ LT 5 ' — T G A 

TGAACTTCCTGGCTTCTTTC- 3' (IB?!l##:8) , 5' - 
TGTCCACCTTGAAGCACTGGTA— 3' (IB?lJ#-5§- : 9 ) 
OTaqMan probed L-T 5 ' - (Fam) CTGTGTTCAAT 
TCTGGCATCCCGACAA- (Tamra) -3' (gE?lJ#-5§- : 10 
) ^fflLfc. RT-PCRKMttTaqMan Universal P 
CR Master Mix (PE B i o s y s t emsft) 12. 5 a I 
iZ, Zrtl^ftl 0 0 uMCDZf?^-?— &m*0. 05mK 5/iMOTaqM 
an probe^O. 5 /! K *3 J;t;±IBt« tfc c DNAMIr 0 . 5 

n i m*., mm^nm&fcx* 25 » 1 1 ufc 0 p c r^i* 5 0 °c • 2 # N 

9 5°C • 1 O^-tf)^, 9 5°C-15#, 6 0°C • 1 &<D^ ? fr* 4 0tU^«9 
igbfco ifejlfc^y h^SMfc^ttS rCB7T048 ©mRNAMi 
litotal RNA 2 5ng&fc9®:=^H»£bT#ttJUfc (05) 0 

TGR7*3£t^r CB 7 TO 8 4OTHfcCHO»Wit^, 
=i y ^tKJ&ntd «fc o Ti|iD^^»rt c AM P A<D j8 -T 9 ~ V *5 X IP 

TGR7*5iTJ ? r CB 7T0 8 4 ^rlSm^^CHO^BJlS^T y-fe-T ^«f«& 
(H B S S (GibcoBRL) 0 . 1 % 17 ^jfiLfifT 5 >-*5 J; 0 . 2 mM I B 
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MX»Ufci)©) ^T^LfcfL 3 7°C, 5%CO 2 ^TT'3 0M* 
Ufc 0 T^-fe^ffl^^T«bfc#^^j3-T^ = V (1. 0X10- 3 M 
~3. 0X10" 7 M) U^L-^/W (1. 0X10" 3 M~3. 0X1 
0 _7 M) IriJD t, ^©f 3yyi M Mt^5J:9 t^lD bfe„ 3 7°C\ 

5 5%C0 2 ^#T-e3 Oft&mVtCo i%m±tH*&XT, cAMP scree 
n kit {T^H K^-r^-v'^^AX|±) ©^n b*—Mzfe\,\ 'MPS 
©cAMPilr/l'-HJ-y- (ARVO s K^^y^^X — N 

Wallac*±) £fflV^-C$J^Lfco 

^(D^, ^^-©^^f AtfcCHOtt(mo c k)t^ TGR7 

10 jSitFr CB 7 T 0 8 4l^&lAtfcCHO|PlMIW(^ = y V 

^PtJl«toTii*P$-&^*PlJ5ai^lc AMPi©|5-77^V (06) 4oJ;^L- 

U;v;i/zs (0 7) fcJ:«ffla^#W*»oWAW)5i;»^36S*fttaS*tfeo 

is mm^wLfe 

(1) *MSrt:&^'*A«*£fc«:*B*fc bfdTGR7i^-rST=?^^ h*3 

20 ###lll -CfF^Lfcfc bTGR7$S5!/<** — «r/fVvc£fls£s*iG>#8refts 
ittt MGR7«^^CHO«t (CHO — hTGR7) £: 3 x 
1 0 Al m/ 1 0 0 m 1 OlWS* 5 **^^ «t 5 tH*&fKU Black w a 1 1 e 
d 96 -well plate (Costar)fcll ftfcfc HOOMlf 
o^at, C0 2 f»t- Bfei03tLfc„ «rt^!?^Milt:FL 

25 IPR(Molecular Device) &;BV^T$J5£LfCo :£1££^T 

F 1 uo-3AM (DOJIN) 50Mg^21jil DMSO (DOJI 
N) &C^$?U ££>MI*tf>2 0%7°/Vn^^ (Molecular Pro 
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bes) &an*.»aift, i o 5 (m i (D^myt&Lto&mtoi'izi o. 6mi©r 

yt>f/<y77- [HBSS (Invitrogen) tlM HEPES ( 
pH7. 4) (DOJIN) ^2 0ml»U /n^v'K (Sigma) 
710mg£lN NaOH 5 m 1 &gtf|ft3 e>K±B©HB S S/HEP 
5 ES»»5ml Om 1 lrtttiIt5o ] fc:jQ*., * 

3frfe*«SftSrW»b*:. aia/w^WIt BttfeK:«3te6**»Srl 
ftfcfc*) 1 0 0/i lTo#£# N C0 2 jgt^T3 7 , C-eil*IB!l««U « 

77 = « (g»«t'3 0//M) SrSljO^W— M^U PH#fcl 
FLIPRttyb bfc 0 W±Ofu^a?:Jg Lfc^ F L I PRlZLXfflkmt 

v^=f^^ ht?fenf^ %.x*i&tt /3-r^=^os^^»Ji'^^tt^a | J$ 

(2) FLI PRTy-fc'f ®J|g*J&»e>T=^* M^t^W^-SS^ 
20 T=?=* h^^iim-rSfcfe^^^b^fi, W©»iOmM 
£ft5<fc5t-DMSO (Wako) -e*RU aa^tcifB^Ty-fe^^y^ 

(O^X\ tMGR7OT»CHO« (CHO-hTGR 7) *5 
•«fct/fc ht^^5 yH 1 ^M^^ ^-trl^t l^^tf^lL 
25 fct h t 5 yH 1 »ffl^tfcCHO»t (CHO-H1) i-M 

0 „M j3-77-y©CHO-hTGR7}C*ft5MIS^l 0 0%t L 
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0 0 %£JLL-Cfc tK ^ocho-hi \ztt1rZ>W.& 2 5 %£AT %ffifrirW&fc 
(3) FLI PRTyt^roi^bT^ =f=;* MjSfct&JB&'t" 
5 mMi«5J:5l-DMSO (Wako) T?#*U «©*H:±B07yfe>f^ 

Jfe^ (CHO-hTGR 7) *3«fcr*fc h t * * ^ 1 C 
HO»t (CHO-H1) tcSrt-Sr^^^^hSttSraiSbfc. 7^ 
10 =f~* MfflB©fc«>H:fiKrt;IW*&2 0 0##l^ T=*~*h (CHO-hTG 
R7!^U-Ctt3 0jttM/l-77 = ^ CHO-Hll^Ltttl OnMt^ 

V^©7=?^ H£«fcSgbte3aJt«r 10 0%^U 

©^«(D|i^IS:IWt> ^(Ol^CHO-hTGR7l^L5 0%WT 
15 -Cfc^s ^oCHO-Hl{^U8 0%W±S:ifitttM^^t hTG 

I&fifrftl 6 rCB7T084O7^b tt«WKttte**»* 53§gi3f #T 

r CB 7T0 8 4 0#^gp-e0^m*Sr^S^*t^ Wi s t e r r a 
20 t (8ltt, h-^^RNA J: "9 c DNA W 

U »J 3 ©^(Cf otT a qM a n t j; 9 £Mtf of: (0 8) . rC 
B 7 T 0 8 4 te'&fa&m.Wfc$d\^T ; W^blk®Z^X 3 9 Ofe<D-fa\t^&.&m$> 

*i^bO^T©if»iiilT*fe5C^^f), rCB7T084#, 

25 mn. auk ft^> *i£> mMffitek*<Dm%ffim<Dmmz.M J * 
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«GPCR, J&Oft^f Ktfcfi*©*, *fcl4*38MGPCRfc 
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i . wm^ : 2 * t^\tmm^ ■ 4 xm £ m t ? / ^@a?ij £ no- 1> b < & 
hk^j k <d r 5 / ^sb^ij *^~t sags sc*^ i^-fe^^-ges^b 

^mm. wmvmshm. ®&m,m, mm.^m. g^tz. s<m&m^mm. m 
skmmm. w^) mm, ^mmmw-, ^mfowmw, mu^mm, m. 

mm, mm, &mi&ifct> u < « utm^ w • mmn\ 0 

3 . mm^ : 2 iztcizm?m-%- 4 t^£*l5t s; ;m&nt m— h u< & 

ik^m, Jftw^-i^ xAsfrAs, >L^m, ^^3m> w^tti^ifiUE, ^Jittfft^ 
^im^^ss, ^mA-mmm, w&mm, mw&mm, mm, tan,&m 

5 . @a^lJ#-i- : 2 3= fc«ia^J#-^ : 4 "C^ $ *b6 T 5 S ^ia?IJ £ 1> L < fi 
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i&Jp-jg^ i##S3fetM£* JttWPfWs ffitt ('.Ml) 

io tti#*. ^Mifc'fflW. 5C*fPWi^ «$a^-PHI^ #38t?»fb^> ffiwm 

utm> mmmm^mm. mm, o^m, nmmrn, mm^mm. 
15 mtw tn-or^y miB^j sr^^r-r 5 g s e « *«® i/t^-iet^L 

m. mm. 50^ nmmMs mm&BB*. %mmm, mme*, 

ut<e s **** r*5M«#««te»W»?W- 

10. IE?!|##: 2 £fcte@S?iJ#-*§- : 4T'i^7 5 / W— t U< 
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»ig^, «eh, fikflFffisfettiRit**©^ • 

11. ( 1 ) IH?IJ#-^ : 2 *fcttffi?»J## : 4 t'^^WT^iE^]^ 

^ y-^^ife, 

12. ( 1 ) iB?lJ#-5§- : 2 £ fcteSa?iJ#-*§- : 4 -C^fr £fri%>T ^ / ^SE?iJ P 
get, * (DW^^rff' K**itt-t©ttW8±V (2) /3-T^^^*/c«L-^7 

14. (1) IE?'J#^: 2 £fctegE3W§- : 4 X 5 /WSSM £ PI 
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i 5. (i) mzm^ : 2^tcnmm-^ : 4-v3tt>ztizT%/mssfflkR 

- b < ttHJt W IH- ^ T 5 / ^SB^iJ Sr^i" Sf*&M 7° * - 

m&n. ^(DUft^^- va-titt (2) ivt^-ies*t 

16. fi-T^^-y^fttih-^/^/^tm^m^r: 2 ^fctelWS^ : 4 "C 
1 8. (1) BE?iJ#-5§-: 2*fcfilH^IJ##: 4 tlZT /WSMt'm 

1 9. (1) mtm^: 2*fc»BB^I##: 4 Tf**>£*iaT $ /IHB*lfc R 

2 1. (1) @B^J##-: 2£fcteIS?iJ#-*§- : 4 t?Se;b£*L5T 31 /^SB?'J£ R 
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2 2. (i) sb^ij*^- : 2*frnmm-% •. 4x*mt>zth%T ^ ;mnm tm 
23. p-T^^bmzm-^ ■. 2*fcteia?y#-5§- : 4 s y mis 

2 5. @E2«-§-: 2*ytttia^iJ##: 4 t^$tl57 S /@fc@E?«£ W-fc b 
WSttf^jfiLBE, iMiS, J&tt^JE, g#WS2cfi^ M 

2 6 . @B^iJ#-^- : 2 £ fc {iIB^J#-^ : 4 T**:b £ *l 3 T 5 / ^IH^'J t TO — ^ 

ettwpw, {SikjBE, mb** 
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fettle w^^^ k&=— k-ts^k y ^ * KSr^rrs^ p * * 

2 9. W**2 7|B«03^^ P-^^^fe* 2 8fB«ctf>*^ 0- 
*i3T^ /@£@E?iJ£P-*>U< ttllKttfclBI-OT? /SHB3?ll«r£*r*-SGiR 

3 0. BE?U##: 2*fcfigB^J#-^: 4t^^il57^ ymSB^lJ^I^-^ IX 

3 1. IH?IJ#^-: 2*fettBB^I##: 4 T*$tbST 5 7 StIB?'J£ PI— L< 

* (DM^^ K <D%mA*^M £ 5 fc-a^ * «: * O^Sr-a U"C& 
Slft^SWW, flHR*MWRU JfcIHiS&*!k ^ 

MjfiL^K*, ^^ti^> *«*8#wtae. #3§t»te^ »*«H*«*«fls 
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?u#-j§- : 4 $ r ^ / msa^'J fcra— *>u< tenner <pt ^ / ms 

3 8. 4»|g*fctt5|5ffi#S«tBWItiS , J^*>5t»*^3 715*©*!). 
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^mikmmm. m$mm&, mxmwkft&. ^mfemtm, issmm^mmm 

ga^ij Sr^i" 5GI6 ^ * -w & f« (DW^^ K Sr = 

isw^> *BNi3fcfrfes tLiti-mm. m&m. m&$rmm, x & 

Mm. $Mms WSttiSSJfiUE, 1SJa&*£, 

4 1. ntfL«l^)^U-C. ®BH^IJ#-^: 2 £fcteia?'J#-*§- : 4T^$tt5T5: 
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SEQUENCE LISTING 

<110> Takeda Chemical Industries, Ltd. 
<120> Novel Screening Method 
<130> 3037W00P 
<150> JP 2002-093045 
<151> 2002-03-28 
<150> JP 2002-361580 
<151> 2002-12-13 
<160> 10 

<170> Patentln version 3. 1 

<210> 1 

<211> 957 

<212> DNA 

<213> Rattus sp. 

<220> 

<221> CDS 

<222> (1)..(957) 

<223> 

<400> 1 

atg aac tac act cct tat age age cca gec cca ggt ctg acc ate age 48 
Met Asn Tyr Thr Pro Tyr Ser Ser Pro Ala Pro Gly Leu Thr He Ser 

15 10 15 

ccc acc atg gac cct gtg acc tgg gtt tac ttt tea gtg aca ttc ctg 96 
Pro Thr Met Asp Pro Val Thr Trp Val Tyr Phe Ser Val Thr Phe Leu 

20 25 30 

gec atg gec acc tgt gtg tgt ggg ata gtg ggc aac tec atg gtg att 144 
Ala Met Ala Thr Cys Val Cys Gly He Val Gly Asn Ser Met Val He 
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240 



288 



35 40 45 

tgg eta ctg agt ttc cac agt gtg cag agg tec ccc ttc tgc ace tac 192 
Trp Leu Leu Ser Phe His Ser Val Gin Arg Ser Pro Phe Cys Thr Tyr 

50 55 60 

gtg etc aac ctg gcg gtg gee gac etc etc ttc ctg etc tgc atg gee 
Val Leu Asn Leu Ala Val Ala Asp Leu Leu Phe Leu Leu Cys Met Ala 
65 70 • 75 80 

tec ctg etc agt ctg gaa aca ggg ccc ctg etc aca gee age ace tec 
Ser Leu Leu Ser Leu Glu Thr Gly Pro Leu Leu Thr Ala Ser Thr Ser 

85 90 95 

gee aga gtc tac gag ggg atg aag aga ate aag tac ttt gee tac aca 336 
Ala Arg Val Tyr Glu Gly Met Lys Arg He Lys Tyr Phe Ala Tyr Thr 

100 105 HO 

gca ggc ctg age ctg ctg acg gee ate age acc cag cgc tgt etc tec 384 
Ala Gly Leu Ser Leu Leu Thr Ala He Ser Thr Gin Arg Cys Leu Ser 

115 120 125 

gtg ctt ttc ccc ate tgg tat aag tgc cac egg ccc cag cac ctg teg 432 
Val Leu Phe Pro He Trp Tyr Lys Cys His Arg Pro Gin His Leu Ser 

130 135 140 

ggg gtg gta tgt ggt gtg ctg tgg gca ctg gee etc ctg atg aac ttc 
Gly Val Val Cys Gly Val Leu Trp Ala Leu Ala Leu Leu Met Asn Phe 
145 150 155 160 

ctg get tct ttc ttc tgt gtt caa ttc tgg cat ccc gac aaa tac cag 
Leu Ala Ser Phe Phe Cys Val Gin Phe Trp His Pro Asp Lys Tyr Gin 

165 170 175 

tgc ttc aag gtg gac atg gtt ttc aac agt ctt ate ctg ggg ate ttc 
Cys Phe Lys Val Asp Met Val Phe Asn Ser Leu He Leu Gly He Phe 



480 



528 



576 
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624 



672 



720 



180 185 190 

atg ccc gtc atg gtc ctg acc age gec ate ate ttc ate cgc atg cga 
Met Pro Val Met Val Leu Thr Ser Ala He He Phe He Arg Met Arg 

195 200 205 

aag aac age ctg ctg cag aga egg cag cct egg egg etc tac gtg gtc 
Lys Asn Ser Leu Leu Gin Arg Arg Gin Pro Arg Arg Leu Tyr Val Val 

210 215 220 

ate ctg act tec gtc ctt gtc ttc ctt acc tgt tct ctg ccg ttg ggc 
He Leu Thr Ser Val Leu Val Phe Leu Thr Cys Ser Leu Pro Leu Gly 
225 230 235 240 

ate aac tgg ttc tta etc tac tgg gtg gaa ctg ccg cag gee gtg agg 768 
He Asn Trp Phe Leu Leu Tyr Trp Val Glu Leu Pro Gin Ala Val Arg 

245 250 255 

etc ctg tac gtc tgc tea tea cgc ttc tec teg tct ttg age age age 816 
Leu Leu Tyr Val Cys Ser Ser Arg Phe Ser Ser Ser Leu Ser Ser Ser 

260 265 270 

gee aac cca gtc ate tac ttc etc gtg ggc age cag aag age cac egg 
Ala Asn Pro Val He Tyr Phe Leu Val Gly Ser Gin Lys Ser His Arg 

275 280 285 

ctg cag gag tct ctg ggt get gtg ctg ggg egg gca ctt cag gac gag 
Leu Gin Glu Ser Leu Gly Ala Val Leu Gly Arg Ala Leu Gin Asp Glu 

290 295 300 

cct gaa ggc agg gag acg cca tec aca tgt act aat gat ggg gtc 957 
Pro Glu Gly Arg Glu Thr Pro Ser Thr Cys Thr Asn Asp Gly Val 
305 310 315 

<210> 2 
<211> 319 



864 



912 
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<212> PRT 
<213> Rattus sp. 
<400> 2 

Met Asn Tyr Thr Pro Tyr Ser Ser Pro Ala Pro Gly Leu Thr He Ser 

15 10 15 

Pro Thr Met Asp Pro Val Thr Trp Val Tyr Phe Ser Val Thr Phe Leu 

20 25 30 

Ala Met Ala Thr Cys Val Cys Gly He Val Gly Asn Ser Met Val He 

35 40 45 

Trp Leu Leu Ser Phe His Ser Val Gin Arg Ser Pro Phe Cys Thr Tyr 

50 55 60 

Val Leu Asn Leu Ala Val Ala Asp Leu Leu Phe Leu Leu Cys Met Ala 
65 70 75 80 

Ser Leu Leu Ser Leu Glu Thr Gly Pro Leu Leu Thr Ala Ser Thr Ser 

85 90 95 

Ala Arg Val Tyr Glu Gly Met Lys Arg He Lys Tyr Phe Ala Tyr Thr 

100 105 HO 

Ala Gly Leu Ser Leu Leu Thr Ala He Ser Thr Gin Arg Cys Leu Ser 

115 120 125 

Val Leu Phe Pro He Trp Tyr Lys Cys His Arg Pro Gin His Leu Ser 

130 135 140 

Gly Val Val Cys Gly Val Leu Trp Ala Leu Ala Leu Leu Met Asn Phe 
145 150 155 160 

Leu Ala Ser Phe Phe Cys Val Gin Phe Trp His Pro Asp Lys Tyr Gin 

165 170 175 

Cys Phe Lys Val Asp Met Val Phe Asn Ser Leu He Leu Gly He Phe 
180 185 190 
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Met Pro Val Met Val Leu Thr Ser Ala He He Phe He Arg Met Arg 

195 200 205 

Lys Asn Ser Leu Leu Gin Arg Arg Gin Pro Arg Arg Leu Tyr Val Val 

210 215 220 

He Leu Thr Ser Val Leu Val Phe Leu Thr Cys Ser Leu Pro Leu Gly 
225 230 235 240 

He Asn Trp Phe Leu Leu Tyr Trp Val Glu Leu Pro Gin Ala Val Arg 

245 250 255 

Leu Leu Tyr Val Cys Ser Ser Arg Phe Ser Ser Ser Leu Ser Ser Ser 

260 265 270 

Ala Asn Pro Val He Tyr Phe Leu Val Gly Ser Gin Lys Ser His Arg 

275 280 285 

Leu Gin Glu Ser Leu Gly Ala Val Leu Gly Arg Ala Leu Gin Asp Glu 

290 295 300 

Pro Glu Gly Arg Glu Thr Pro Ser Thr Cys Thr Asn Asp Gly Val 
305 310 315 

<210> 3 
<211> 963 
<212> DNA 
<213> Homo sapiens 
<220> 

<221> CDS 
<222> (1)..(963) 
<223> 
<400> 3 

atg aac cag act ttg aat age agt ggg acc gtg gag tea gec eta aac 
Met Asn Gin Thr Leu Asn Ser Ser Gly Thr Val Glu Ser Ala Leu Asn 
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15 10 15 

tat tec aga ggg age aca gtg cac acg gec tac ctg gtg ctg age tec 96 
Tyr Ser Arg Gly Ser Thr Val His Thr Ala Tyr Leu Val Leu Ser Ser 

20 25 30 

ctg gee atg ttc acc tgc ctg tgc ggg atg gca ggc aac age atg gtg 144 
Leu Ala Met Phe Thr Cys Leu Cys Gly Met Ala Gly Asn Ser Met Val 

35 40 45 

ate tgg ctg ctg ggc ttt cga atg cac agg aac ccc ttc tgc ate tat 192 
He Trp Leu Leu Gly Phe Arg Met His Arg Asn Pro Phe Cys He Tyr 

50 55 60 

ate etc aac ctg gcg gca gec gac etc etc ttc etc ttc age atg get 240 
He Leu Asn Leu Ala Ala Ala Asp Leu Leu Phe Leu Phe Ser Met Ala 
65 70 75 80 

tec acg etc age ctg gaa acc cag ccc ctg gtc aat acc act gac aag 
Ser Thr Leu Ser Leu Glu Thr Gin Pro Leu Val Asn Thr Thr Asp Lys 

85 90 95 

gtc cac gag ctg atg aag aga ctg atg tac ttt gee tac aca gtg ggc 
Val His Glu Leu Met Lys Arg Leu Met Tyr Phe Ala Tyr Thr Val Gly 

100 105 HO 

ctg age ctg ctg acg gee ate age acc cag cgc tgt etc tct gtc etc 
Leu Ser Leu Leu Thr Ala He Ser Thr Gin Arg Cys Leu Ser Val Leu 

115 120 125 

ttc cct ate tgg ttc aag tgt cac egg ccc agg cac ctg tea gee tgg 
Phe Pro He Trp Phe Lys Cys His Arg Pro Arg His Leu Ser Ala Trp 

130 135 140 

gtg tgt ggc ctg ctg tgg acg etc tgt etc ctg atg aac ggg ttg acc 
Val Cys Gly Leu Leu Trp Thr Leu Cys Leu Leu Met Asn Gly Leu Thr 



288 



336 



384 



432 



480 
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528 



145 150 155 ' 160 

tct tec ttc tgc age aag ttc ttg aaa ttc aat gaa gat egg tgc ttc 
Ser Ser Phe Cys Ser Lys Phe Leu Lys Phe Asn Glu Asp Arg Cys Phe 

165 170 175 

agg gtg gac atg gtc cag gee gee etc ate atg ggg gtc tta acc cca 576 
Arg Val Asp Met Val Gin Ala Ala Leu He Met Gly Val Leu Thr Pro 

180 185 190 

gtg atg act ctg tec age ctg acc etc ttt gtc tgg gtg egg agg age 624 
Val Met Thr Leu Ser Ser Leu Thr Leu Phe Val Trp Val Arg Arg Ser 

195 200 205 

tec cag cag tgg egg egg cag ccc aca egg ctg ttc gtg gtg gtc ctg 672 
Ser Gin Gin Trp Arg Arg Gin Pro Thr Arg Leu Phe Val Val Val Leu 

210 215 220 

gee tct gtc ctg gtg ttc etc ate tgt tec ctg cct ctg age ate tac 720 
Ala Ser Val Leu Val Phe Leu He Cys Ser Leu Pro Leu Ser He Tyr 
225 230 235 240 

tgg ttt gtg etc tac tgg ttg age ctg ccg ccc gag atg cag gtc ctg 
Trp Phe Val Leu Tyr Trp Leu Ser Leu Pro Pro Glu Met Gin Val Leu 

245 250 255 

tgc ttc age ttg tea cgc etc tec teg tec gta age age age gee aac 
Cys Phe Ser Leu Ser Arg Leu Ser Ser Ser Val Ser Ser Ser Ala Asn 

260 265 270 

ccc gtc ate tac ttc ctg gtg ggc age egg agg age cac agg ctg ccc 
Pro Val He Tyr Phe Leu Val Gly Ser Arg Arg Ser His Arg Leu Pro 

275 280 285 

acc agg tec ctg ggg act gtg etc caa cag gcg ctt cgc gag gag ccc 
Thr Arg Ser Leu Gly Thr Val Leu Gin Gin Ala Leu Arg Glu Glu Pro 



768 



816 



864 



912 



WO 03/082320 



8/11 



PCT/JP03/03828 



290 295 300 

gag ctg gaa ggt ggg gag acg ccc acc gtg ggc acc aat gag atg ggg 960 
Glu Leu Glu Gly Gly Glu Thr Pro Thr Val Gly Thr Asn Glu Met Gly 
305 310 315 320 

get 963 
Ala 

<210> 4 

<211> 321 

<212> PRT 

<213> Homo sapiens 

<400> 4 

Met Asn Gin Thr Leu Asn Ser Ser Gly Thr Val Glu Ser Ala Leu Asn 

1 5 10 15 

Tyr Ser Arg Gly Ser Thr Val His Thr Ala Tyr Leu Val Leu Ser Ser 

20 25 30 

Leu Ala Met Phe Thr Cys Leu Cys Gly Met Ala Gly Asn Ser Met Val 

35 40 45 

He Trp Leu Leu Gly Phe Arg Met His Arg Asn Pro Phe Cys He Tyr 

50 55 60 

He Leu Asn Leu Ala Ala Ala Asp Leu Leu Phe Leu Phe Ser Met Ala 
65 70 75 80 

Ser Thr Leu Ser Leu Glu Thr Gin Pro Leu Val Asn Thr Thr Asp Lys 

85 90 95 

Val His Glu Leu Met Lys Arg Leu Met Tyr Phe Ala Tyr Thr Val Gly 

100 105 110 

Leu Ser Leu Leu Thr Ala He Ser Thr Gin Arg Cys Leu Ser Val Leu 
115 120 125 
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Phe Pro He Trp Phe Lys Cys His Arg Pro Arg His Leu Ser Ala Trp 

130 135 140 

Val Cys Gly Leu Leu Trp Thr Leu Cys Leu Leu Met Asn Gly Leu Thr 
145 150 155 160 

Ser Ser Phe Cys Ser Lys Phe Leu Lys Phe Asn Glu Asp Arg Cys Phe 

165 170 175 

Arg Val Asp Met Val Gin Ala Ala Leu He Met Gly Val Leu Thr Pro 

180 185 190 

Val Met Thr Leu Ser Ser Leu Thr Leu Phe Val Trp Val Arg Arg Ser 

195 200 205 

Ser Gin Gin Trp Arg Arg Gin Pro Thr Arg Leu Phe Val Val Val Leu 

210 215 220 

Ala Ser Val Leu Val Phe Leu He Cys Ser Leu Pro Leu Ser He Tyr 
225 230 235 240 

Trp Phe Val Leu Tyr Trp Leu Ser Leu Pro Pro Glu Met Gin Val Leu 

245 250 255 

Cys Phe Ser Leu Ser Arg Leu Ser Ser Ser Val Ser Ser Ser Ala Asn 

260 265 270 

Pro Val He Tyr Phe Leu Val Gly Ser Arg Arg Ser His Arg Leu Pro 

275 280 285 

Thr Arg Ser Leu Gly Thr Val Leu Gin Gin Ala Leu Arg Glu Glu Pro 

290 295 300 

Glu Leu Glu Gly Gly Glu Thr Pro Thr Val Gly Thr Asn Glu Met Gly 
305 310 315 320 

Ala 

<210> 5 
<211> 20 




WO 03/082320 



PCT/JP03/03828 



10/11 



<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer 
<400> 5 

ggctttcgaa tgcacaggaa 20 
<210> 6 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer 
<400> 6 

cgtggaagcc atgctgaag 19 
<210> 7 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Probe, labeled 5' -terminal with FAM and 3' -terminal with TAMRA 
<400> 7 

ttctgcatct atatcctcaa cctggcgg 28 
<210> 8 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Primer 
<400> 8 

tgatgaactt cctggcttct ttc 
<210> 9 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer 
<400> 9 

tgtccacctt gaagcactgg ta 
<210> 10 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Probe, labeled 5' -terminal 
<400> 10 

ctgtgttcaa ttctggcatc ccgacaa 



PCT/JP03/03828 

11/11 

23 



22 

with FAM and 3' -terminal with TAMRA 
27 
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